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Abstract
Root system architecture (RSA) analysis is a form of high-throughput plant phenotyping which has
recently benefited from the application of various deep learning techniques. A typical RSA pipeline includes
a segmentation step, where the root system is extracted from 2D images. The segmented image is then passed
to subsequent steps for processing, which result in some representation of the architectural properties of the
root system. This representation is then used for trait computation, which can be used to identify various
desirable properties of a plant’s RSA. Errors which arise at the segmentation stage can propagate themselves
throughout the remainder of the pipeline and impact results of trait analysis.
This work aims to design an iterative neural network architecture, called ITErRoot, which is particularly
well suited to the segmentation of root structure from 2D images in the presence of non-root objects. A novel
2D root image dataset is created along with a ground truth annotation tool designed to facilitate consistent
manual annotation of RSA. The proposed architecture is able to take advantage of the root structure to
obtain a high quality segmentation and is generalizable to root systems with thin roots, showing improved
quality over recent approaches to RSA segmentation. We provide rigorous analysis designed to identify the




I would like to extend my gratitude to my supervisor, Dr. Mark Eramian. Your guidance and mentorship
has shaped me as a researcher, and I sincerely appreciate your patience and expertise which have made this
project what it is today. I have truly enjoyed working with you.
Thank you to the members of the Global Institute for Food Security (GIFS) and Agriculture and Agri-
Food Canada (AAFC) who have worked hard to collect the image data-set that made this work possible, and
for sharing their expertise on the plant side of things. I would like to thank Dr. Zhigang Liu at GIFS for
providing the Cucumber images, Dr. Rahul Chandnani and Tongfei Qin at GIFS for providing the Wheat
and Soybean images, and Hasan Ahmed and Adrian Cabral at AAFC for providing the Canola images.
To Cai Lowe, thank you for being supportive and helping me keep on track.
Thank you to Peggy Anderson, for being a great friend every step of the way, and for listening to my
good and bad ideas. Your support during this time has been invaluable.
Thank you to my parents, for encouraging me to follow my passions.
Thanks to the members of the IMG lab, and the members of the lab formerly known as DISCUS. You’ve
been helpful and kind, and I am sure I would have had a lot less fun without you.
iii
Contents
Permission to Use . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . i
Abstract . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . ii
Acknowledgements . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . iii
Contents . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . iv
List of Tables . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . vi
List of Figures . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . vii
List of Abbreviations . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . ix
1 Introduction . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 1
1.1 Research Objectives . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 3
1.2 Contributions . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 3
2 Review of Literature . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 5
2.1 A Brief Overview of Image Segmentation . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 5
2.2 Current Image-Processing Based Approaches to Root System Analysis . . . . . . . . . . . . . 6
2.2.1 Manual Approaches . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 7
2.2.2 Semi-Automatic Approaches . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 8
2.2.3 Automatic Approaches . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 12
2.2.4 Abstract Representations of Root Systems . . . . . . . . . . . . . . . . . . . . . . . . . 16
2.2.5 Discussion . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 17
2.3 Deep Segmentation Networks . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 18
2.3.1 Iterative Neural Network . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 24
3 Methods . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 27
3.1 Datasets . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 27
3.1.1 Acquired Images . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 27
3.1.2 Ground Truth Annotation . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 29
3.1.3 Experimental Organization . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 33
3.2 Proposed Model . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 35
3.3 Experimental Trials . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 39
3.3.1 Trial 1: Hyper-Parameter Tuning . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 39
3.3.2 Trial 2: Effects of Enhanced Training Dataset . . . . . . . . . . . . . . . . . . . . . . . 41
3.3.3 Trial 3: Patch-Wise Segmentation of Full Images . . . . . . . . . . . . . . . . . . . . . 42
3.3.4 Trial 4: Patch-Wise Segmentation of Cropped Images . . . . . . . . . . . . . . . . . . 43
3.3.5 Validation . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 43
3.3.6 Comparison with Recent Models . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 43
3.4 Evaluation Metrics . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 44
4 Results and Discussion . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 47
4.1 Trial 1: Hyper-Parameter Tuning . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 47
4.2 Trial 2: Effects of Enhanced Training Dataset . . . . . . . . . . . . . . . . . . . . . . . . . . . 50
4.3 Trial 3: Patch-Wise Segmentation of Full Images . . . . . . . . . . . . . . . . . . . . . . . . . 51
4.4 Trial 4: Patch-Wise Segmentation of Cropped Images . . . . . . . . . . . . . . . . . . . . . . 52
4.5 Validation . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 54
iv
4.6 Discussion . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 56
5 Conclusion . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 64
5.1 Contributions . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 64
5.2 Future Work . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 65
References . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 66
Appendix Annotation Manual Provided To Volunteers . . . . . . . . . . . . . . . . . . . . 71
v
List of Tables
3.1 Data Set Summary . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 29
3.2 Summary of the datasets used for evaluating the network in different trials. The last column
indicates which trial each dataset is used in. . . . . . . . . . . . . . . . . . . . . . . . . . . . . 35
3.3 Input values for hyper-parameter tuning. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 40
4.1 Performance of the models found via hyper-parameter tuning, in decreasing order of Dice score. 48
4.2 Results for each of the models on different testing sets. . . . . . . . . . . . . . . . . . . . . . . 53
4.3 Per-species breakdown of results on the validation sets. . . . . . . . . . . . . . . . . . . . . . . 55
4.4 Comparison With Other Models On Each Dataset. All models trained on the Expanded Patch
Training Set. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 57
vi
List of Figures
1.1 The overall RSA pipeline which consists of the image pre-processing step, the root segmenta-
tion step, the representation step, and the trait computation step. This work focuses on the
segmentation step. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 2
2.1 U-Net architecture presented by Ronneberger et al.. The input image passes through a series
of convolutional layers on the contracting side (left half of the network) followed by max
pooling layers for downsampling. Convolutional layers on the expanding side (right half of the
network) are upsampled and concatenated with the outputs of the corresponding layer on the
contracting side. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 19
2.2 IterNet network architecture as presented by Li et al. [32]. The first U-Net structure is larger
than the subsequent networks, while high level skip connections propagate features to each
network in sequence. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 25
3.1 Example images from the Cucumber-Pouchlow (a), Cucumber-Wetmouse (b), Wheat (c), Soy-
bean (d), and Canola (e) data sets . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 28
3.2 A screenshot of an in-progress annotation on a patch in the Friendly Ground Truth tool. . . . 30
3.3 The Preview Window displayed by Friendly Ground Truth. We can see that it has placed
converted the image into a grid of patches and applied a simple threshold to each patch to
give a starting estimate for the segmentation. . . . . . . . . . . . . . . . . . . . . . . . . . . . 31
3.4 A simple threshold operation on a patch within Friendly Ground Truth. . . . . . . . . . . . . 31
3.5 An example of the flood fill tool within Friendly Ground Truth. . . . . . . . . . . . . . . . . . 32
3.6 Example image (a) with its human annotated ground truth mask (b) . . . . . . . . . . . . . . 33
3.7 Network architecture diagram showing a high level view of the blocks making up the network.
One main U-Net structure acts as input to the subsequent smaller U-Net structure. High-level
image features are concatenated to the inputs of all networks via skip connections (solid line),
and learned high-level features at the output of each iteration are concatenated together with
the inputs of each subsequent iteration (dotted lines). Each network iteration has its own
segmentation output, and the last network’s output is considered to be the final segmentation. 36
3.8 The blocks that make up the network structure. . . . . . . . . . . . . . . . . . . . . . . . . . . 37
3.9 Examples of patches which were selected for the updated training set. . . . . . . . . . . . . . 42
4.1 Box plot of the Dice score results for the top ten trained models on the Testing Patch Set,
where the models on the x-axis are in decreasing order of their mean Dice score. We can see
many outliers, most of which are caused by non-root objects within the image. . . . . . . . . 49
4.2 Input, prediction, and ground truth patches for the Testing Patch Set on the best model found
with hyper-parameter tuning. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 49
4.3 Parallel Coordinate plot describing the relationship between the hyper-parameters and the
resulting Dice score for all 30 trials. We can see from this plot that the model prefers a smaller
learning rate as well as a larger stopping patience. Other parameters seem to have a smaller
effect on the overall results. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 50
4.4 A box plot comparing the results of the models from Trial 1 and Trial 2. We can see that the
distributions of dice score for the two models are very similar, indicating that both models will
perform similarly to each other on the patched datasets. . . . . . . . . . . . . . . . . . . . . . 51
4.5 Full image output examples from a) the model trained in Trial 1 and b) the model trained in
Trial 2. The model in Trial 2 is more robust to non-root objects in the image, however above
ground plant matter is incorrectly identified as root. . . . . . . . . . . . . . . . . . . . . . . . 52
4.6 Cropped image output examples from a) the model trained in Trial 1 and b) the model trained
in Trial 2. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 53
vii
4.7 A box plot comparing the results of the models from Trial 1 and Trial 2 on each of the Testing
Patch set, Full Image Testing set, and Cropped Image Testing set. We can see that there are
significantly more poorly performing outliers on the patched dataset for both models. We can
also see that both models have higher Dice scores on the Cropped Image Testing set than on
the Full Image Testing set, because cropping the image discards much of the non-root objects
which cause errors. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 54
4.8 A box plot illustrating the results of the final model (the model trained in Trial 2) on each of
the testing, validation, and hold-out cucumber validation sets. We can see that the results on
each of the validation sets are consistent with what we expect given the results on the testing
sets. We can also see a decrease in performance on the cucumber images. This is expected,
due to the training sets not containing any images of cucumber roots. . . . . . . . . . . . . . 56
4.9 Output segmentation masks from the hold out cucumber set showing a) a segmentation with
Dice score 0.9189 and b) a segmentation with Dice score 0.909. . . . . . . . . . . . . . . . . . 58
4.10 A multi facet plot comparing SegRoot, IterNet, and ITErRoot on each of the datasets. We
can see that ITErRoot outperforms the comparator models, particularly in the case of the Full
Image Set, where non-root objects are present. . . . . . . . . . . . . . . . . . . . . . . . . . . 59
4.11 Output segmentations for an input image (a) from b) ITErRoot c) IterNet and d) SegRoot . 60
viii
List of Abbreviations
AAFC Agriculture and Agri-Food Canada
AUC Area Under the ROC Curve
CNN Convolutional Neural Network
CSV Comma Separated Value
CLAHE Contrast Limited Adaptive Histogram Equalization
DAT Days After Transplanting
EM Expectation Maximization
XML Extensible Markup Language
FN False Negative
FP False Positive
GAN Generative Adversarial Network
GDL Generalized Dice Loss
GMM Gaussian Mixture Model
GTC Ground Truth Composite
GUI Graphical User Interface
IoU Intersection Over Union
P2IRC Plant Phenotyping and Imaging Research Centre
PCA Principal Component Analysis
PC Predicted Composite
ReLU Rectified Linear Unit
RSML Root System Markup Language
RSA Root System Architecture
RTP Root-Tip Path
SSL Sensitivity-Specificity Loss
SVM Support Vector Machine
TN True Negative
TP True Positive
WCE Weighted Cross-Entropy Loss
ix
1 Introduction
Analysis of root system architecture (RSA) is a branch of high-throughput plant phenotyping which makes
use of 2D and 3D image datasets of plant root systems to examine quantitative traits of different species
and breeds of plants. Plant breeders make use of these traits in studies to understand the properties and
behaviours of different plant species in order to improve crop development. Understanding of the topological
structure of root systems can help to identify properties that increase drought tolerance, nutrient uptake,
and effects of different soil conditions on the growth of the plant [46, 56]. As such, phenotyping of RSA is a
crucial step in the process of developing sustainable agriculture and food security methods.
RSA characterizes the properties of a root system as it grows in the soil. The physical traits, or pheno-
types, of a crop’s RSA can be matched with particular genotypes of the plant of interest. For plant breeders,
this means that plants can be designed with genotypes that produce desired root phenotypes, optimizing the
plant’s physical properties to produce increased yield. Deeper growing roots, for example, have been shown to
increase yield and present moisture management solutions even in agricultural areas which experience water
stress such as drought [55]. Understanding the root traits that produce desirable crop properties is essential
to efforts in global food security. High-throughput root phenotyping pipelines are a key element to improving
the ability for breeders to link root phenotypes with plant genotypes, allowing the design and improvement of
crops in adverse conditions to produce high yield. This work explores the importance of image segmentation
in the context of high-throughput root phenotyping pipelines to help improve identification of RSA traits.
Studies on RSA can generate large databases of root images which need to be processed in order to
extract the root structure and compute desired traits. Images of roots exhibit different properties depending
on the chosen apparatus for imaging. One such apparatus is the rhizotron [37], which allow the root to grow
in soil while being visible through a glass pane for image acquisition. Another method is to grow the roots in
thin folders, forcing the roots to grow on a 2D plane. At imaging time, the roots can be taken from the folder
and placed on a black background, allowing the entire root system to be entirely visible from the perspective
of the camera. Both of the aforementioned imaging systems can be used to procure 2D images of roots.
While 3D images can also be useful for the phenotyping process, this work focuses on the use of 2D images
of root systems.
One of the first steps in the extraction process is segmentation of the root system from the image back-
ground, which must be done consistently for all images involved in a study. Segmentation operations must be
generalizable to different plant species while maintaining a high quality segmentation output. While many
approaches to image segmentation exist, none of these approaches are particularly well suited to extracting
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Figure 1.1: The overall RSA pipeline which consists of the image pre-processing step, the root
segmentation step, the representation step, and the trait computation step. This work focuses on the
segmentation step.
the thin branching structure of RSA in the presence of other non-root objects, which are considered to be
noise in the segmentation. This work aims to address the problems with current segmentation approaches
for 2D RSA and design an automated and generalizable approach that is well suited to high-throughput
segmentation of root systems.
RSA analysis can be distilled into a number of steps which define a larger pipeline, depicted in Figure
1.1. Once imaging is complete, the images go through a pre-processing step. This can be as simple as
a normalization operation, which ensures that all images have similar histogram properties before further
processing. Cropping the image to remove non-root objects is another useful pre-processing operation, as it
can reduce the amount of processing to only that necessary to extract the root from the image, and can also
improve the accuracy of certain segmentation algorithms in the next step of the pipeline. Other operations can
be applied to the images to attempt to enhance certain features, such as brightness or contrast adjustments.
Depending on the approach used in the pipeline these can be done automatically, or by a human annotator
just before the segmentation step. The purpose of this step is to ensure that all images have properties that
will enhance the information that can be used in later steps in the pipeline.
Once images have been prepared by the pre-processing step, the root system is segmented from the image.
The goal of the segmentation step is to distinguish the pixels in the image which contain root from all other
pixels in the image. A higher quality segmentation will allow better information to be passed to subsequent
steps. Ideally, we want a segmentation that perfectly represents every pixel of the RSA in the input image,
though in reality this is quite difficult to achieve. Limitations in imaging systems and image representation
can make it difficult to perfectly represent the root system, and while pre-processing steps can help to bring
out qualities which give a more accurate segmentation, many segmentation algorithms make assumptions
about the input data in order to classify each pixel as either foreground or background. In most cases we
can determine a sufficiently high quality for a segmentation to be able to represent the root system, where
quality can be determined by various metrics, though the higher the quality of the segmentation, the more
accurate further computations will be. Segmentation can be done manually by human annotators, or make
use of various image processing algorithms and neural network architectures to achieve an automatic process.
These different approaches to segmentation have various advantages and drawbacks, which will be further
explored in Chapter 2.
Next, the extracted root segmentation must be stored in a format which allows easy understanding of
the structure. The representation step encodes the root structure in a chosen format which can then be
stored for later use. An appropriate method for RSA representation will allow further computation of traits
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based on the root structure in an efficient and extensible manner. Portability of the representation is also
an important factor, to allow for extracted RSA to be used in different studies and pipelines without loss
of information. Many approaches to this step exist, each with their own advantages and drawbacks. Some
common approaches to representation will be discussed in Section 2.2.4.
Finally, the trait computation step makes use of the stored representation to calculate various local and
general traits of the whole RSA. This step should be customizable to any given study so that breeders can
produce measurements specific to their research goals. By specifying a set of desired traits the representation
from the previous step is used to perform calculations on the root system. Some examples of traits are total
root length, average root diameter, and convex hull. There are many possible root traits of interest which
vary depending on the study, any of which should be achievable at this step.
While each step in the pipeline is important in processing a given root image, the segmentation step
in the RSA pipeline is the first point where data is being extracted from the input images. This step is
crucial for representing the RSA in later steps, and can even improve the results of the trait computation
step. An incorrect segmentation will lead to misrepresentation of the root system and cause errors in trait
computation, while a very accurate segmentation gives us all the information needed to understand the paths
and properties of each root in the system. It is for this reason that we must develop an accurate segmentation
process that is robust in identifying roots of any size and can be generalized to any species of root which may
need analysis. The complex structure of RSA makes this a difficult problem, where many classical image
processing algorithms cannot achieve a level of detail sufficient for representation of the root system while
remaining robust to noise. In this thesis we show that our iterative neural network architecture, ITErRoot,
is capable of producing high quality segmentation of RSA in the presence of non-root objects.
1.1 Research Objectives
The objective of this work is to design and evaluate a generalizable and accurate automated approach to
root segmentation. The approach will make use of image datasets obtained as part of the Plant Phenotyping
and Imaging Research Centre (P2IRC) project to facilitate further study of root systems. Specifically,
improvements will be made on the current state of neural network architectures for segmenting RSA by
taking into consideration how these architectures might leverage the inherent properties of root systems and
the presence of non-root objects in the image.
1.2 Contributions
This work will make the following contributions to the current state of RSA analysis:
• A novel tool for annotation of root systems for producing ground truth segmentations
• A novel dataset of 2D images of root systems of different species, along with ground truth segmentations
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• A neural network architecture ITErRoot, that is well suited to segmentation of root systems in the
presence of non-root objects
In order to train and evaluate the segmentation network, ground truth segmentations must be created
for the root images to be used. Due to the size of the images and the root systems in them, the annotation
process can be time consuming and error prone, and inconsistencies can arise between different annotators.
Images can be difficult to navigate via panning and zooming at full scale, and the roots can be too complex
for a simple outline or paintbrush tool to be effective in all cases. For these reasons an annotation tool
designed to reduce the complexity involved in annotating these images is introduced. The tool will allow the
user to focus on patches of the image and provide a simple array of tools to help the user attain the level of
detail needed for annotation. These tools should allow more control over the output segmentation in localized
areas, helping to reduce inconsistencies among many annotators. Unlike other current annotation tools, this
tool will provide semi-automated annotation of localized neighbourhoods in the image, giving the user the
fine grained control over the annotation process that is demanded by the high-resolution details common to
RSA images.
Imaging efforts for the P2IRC project have created new sets of root images for analysis. Plants are being
grown in thin folders to ensure that roots grow on a 2D plane and then imaged at different stages in the
growth process. At imaging time, plants are placed on a well lit dark background before being imaged at
high resolution. Once acquired, the images can be used in various studies of RSA, however accurate ground
truth annotations have not yet been produced for these datasets. To facilitate further study and evaluation
of RSA pipelines, the ground truth tool designed in this project will be used to produce segmentation masks
to match the images acquired for the P2IRC project. This new dataset will be used to train and evaluate the
proposed neural network architecture, and to compare results with other approaches to root segmentation.
Finally, a neural network architecture called ITErRoot is designed and evaluated on the annotated ground
truth segmentations. This architecture will improve upon the designs of current segmentation approaches by
making use of recent deep learning techniques to incorporate properties of the root system in the segmentation
process. ITErRoot will be evaluated for accuracy in segmentation and generalizability to species of root that
have not been used in the training process. This segmentation method will provide segmentations which
retain the RSA in the presence of non-root objects, which can later be used to improve the overall RSA
pipeline.
4
2 Review of Literature
Image segmentation is the process of identifying the pixels in an image that belong to a set of classes,
usually background and foreground. Segmentation can be done in many different ways, including manual
annotation, use of classical image processing algorithms, or by convolutional neural networks (CNNs). Differ-
ent algorithms and approaches have different requirements for image properties and may make assumptions
about the structure of the objects within the image. In this work, we seek to identify pixels in an image as
either root or non-root. Interestingly, the problem of segmenting plant roots is very similar to the problem
of vessel segmentation in medical imaging, and crack or road segmentation from satellite or drone imagery.
All of these problems deal with identifying thin, branching structures in scenarios where background and
image noise cause interference. As such, many applications used in the domain of one of these problems can
be used to help solve problems in another, with slight modification. With tools such as CNNs and deep
learning we can make use of architectures that leverage small important details to improve the accuracy of a
segmentation. The rest of this chapter outlines works related to RSA and the segmentation of thin branching
structures to outline the current state of the art. Section 2.1 gives a brief overview of image segmentation,
Section 2.2 discusses approaches to quantification and study of RSA traits that are commonly used by plant
breeders for their research, and Section 2.3 covers details of more general approaches to segmentation via
deep neural networks.
2.1 A Brief Overview of Image Segmentation
The goal of image segmentation in general is to separate an image into regions which identify objects from their
background. Often this means classifying each pixel in an image as either background or foreground, though
multi-class or semantic segmentation problems do exist [3]. Segmentation approaches can take many different
forms. One traditional approach is image thresholding, whereby a single pixel intensity value is determined
which splits the image histogram such that pixels with higher intensity are labeled as foreground, and pixels
with lower intensity than the threshold value are labeled as background. Many threshold based segmentation
approaches exist, such as Otsu’s method [39] which attempts to automatically infer the threshold value based
on the image histogram, or adaptive thresholding methods which operate on smaller neighbourhoods of the
image to obtain a full segmentation [57].
Other approaches to image segmentation include edge-based and region-based approaches. Edge-based
approaches make use of edge detection methods such as Canny edge detection [12, 47] to identify the pixels
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in the image which represent the edges of the objects. The edge information is then used to determine how
to label the remaining pixels in the image. Region-based approaches make use of initial points to expand
or grow the regions which make up the segmented objects [1]. Each of these approaches have benefits and
drawbacks for image segmentation. Edge-based segmentation benefits from images where edges of objects
have sharp contrast, making them well defined for edge detection algorithms, however when edges within
the image become ambiguous, such approaches can suffer. Region-based approaches are ideal if there is a
clear method for determining starting or seed points. Finally, there are deep learning approaches to image
segmentation, which leverage recent neural network architectures and training techniques. These approaches
are further discussed in the remaining sections of this chapter.
2.2 Current Image-Processing Based Approaches to Root System
Analysis
There have been a number of approaches that apply image processing techniques to extracting RSA traits
from plant roots. This section presents an overview of current software that exists to measure RSA traits
from root images, with a focus on 2D imaging systems. There are three possible approaches to this research
problem: manual, semi-automatic, and automatic. Manual approaches require heavy user interaction to
achieve accurate results, semi-automatic approaches require user guidance to properly initialize algorithms
that can automatically compute the desired traits, and automatic approaches present an almost user-free
pipeline that can process large amounts of data with little to no user interaction. The major differences be-
tween these approaches manifests itself as a resource-accuracy trade-off. In general, manual pipelines require
considerable amounts of labour and time resources, as they operate with a “human in the loop” paradigm.
The major bottleneck of these systems is the speed that a human annotator can make measurements and
annotations, which reduces the throughput of the phenotyping process. Additionally, inconsistencies and
errors can arise among different human annotators, introducing another point of failure in such pipelines.
The upside to manual approaches however, is that a human has the opportunity to validate the results as
they progress through the pipeline. This can lead to higher accuracy in some cases, as an expert annotator
can identify areas in the RSA which need to be annotated, though this is not a guarantee and in many cases
bias and inconsistencies will occur across a large dataset. Quite the opposite, fully automated approaches
reduce the time required to process an image to the theoretical limits of the algorithms and hardware used
to implement them. This increases the throughput of the analysis and reduces the amount of tedious work
that is required. While we can process images more quickly this way, it is very difficult to ensure that an
algorithm or pipeline can truly generalize to any input set of images, and thus we see a reduction in overall
accuracy of the pipeline. These approaches are discussed in more detail below along with recent approaches
to RSA analysis tools.
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2.2.1 Manual Approaches
Manual approaches considered here are software tools that provide a manual point-and-click interface for a
user to measure RSA traits. Many of these tools can be considered to be annotation tools, though many
perform calculations based on the annotations provided by the user. Manual approaches often perform most
or all of the steps in the RSA pipeline and are designed to facilitate direct computation of RSA traits for a
specific study.
EZ-Rhizo, described by Armengaud et al. [4], provides a graphical user interface (GUI) that allows the
user to perform a series of steps to process and analyze the input image. First they must convert the image
to a binary image using a manually selected threshold. The image is then cropped and optionally de-noised
using a selected algorithm. A dilation step is automatically performed after de-noising to fill any accidental
root gaps. Next, a skeletonization process is initialized, which can be touched up manually after completion
to remove any errors. Contiguous white pixels forming a connected component are used to identify root
objects in the image. Then the user is presented with a series of dialog boxes, one for each fully connected
component, to confirm or reject the object as root. From these fully connected components, the RSA traits
are calculated and stored in a text file, which can be further processed by other software. The text files
may also be entered back into the program to be imported into a MySQL1 database. This system is a very
simple approach to measuring RSA traits and allows the user to guide the process to avoid errors, however
for large datasets this system can be unwieldy. The paper by Armengaud et al. [4] provides an analysis of
the computed traits with principal component analysis (PCA) to show the use of their software.
In many cases it is useful to look at time series images of roots to identify traits such as growth rate and
to observe root branching positions. DART, implemented by LeBot et al. [31], is a manual approach which
models the roots as a set of links that represent the coordinates of each root segment. A link incorporates
date information for when the segment started to grow and the hierarchy of links that precede it. The
user must manually identify the links on each root image over the entire time series. Once the root has
been annotated, the software can compute basic traits such as branching order, date of emergence, distance
between branching points and parent base, and root length at observation date. These data are output in a
table file for subsequent use.
RootScape, developed by Ristova et al. [45], provides a landmark based approach to RSA, which requires
the user to place a series of predefined landmarks on the image to denote the root structure. Once the
landmarks have been placed on the image, a MATLAB2 script is used to place secondary landmarks on the
image. These landmarks are used to create a “40-dimensional space where each axis represents variation
in one of the coordinate values [45].” This information is used to define a point cloud over many different
examples, the centre of which represents a mean root shape. The study by Ristova et al. uses PCA to see




Moller et al. [36] have developed a FIJI 3 plugin that allows the user to manually annotate time series
images that come from minirhizotrons. The annotation tool includes a set of configurable labels that can be
applied to any node to represent some information (eg. “Living” or “Dead”). The software uses the image
file names to sort out timestamps for the time series so that it can be analyzed, which means that image files
must conform to their naming standard before analysis. An already imported time series can be added to by
importing a new set of images, which allows the same time series to be continuously analyzed as more data
is acquired. The user adds nodes and segments to the image via mouse clicks to annotate the root structure.
The annotations are then used to represent the root structure based on a series of treelines, a series of nodes
and segments, which can be updated by moving the base node to a new position. When a user moves an
existing treeline, the segments of that line are automatically updated. Treelines can be merged together or
split apart at any node specified by the user to make editing simple. Root diameter at each node is annotated
as necessary. The whole root system can be exported to Root System Markup Language (RSML) for further
processing (see section 2.2.4 for more details on RSML).
The tools discussed here perform most of the steps in the RSA pipeline with direct input from the user.
Regardless of how these tools operate on a given image, the user is marking which parts in the image are
root (foreground) from background, identifying root tips and other landmarks, and obtaining some form of
computed traits. Many of these approaches do not directly output a representation of the root system, but
rather use the annotations of the user as the representation to directly compute traits. This high-coupling of
the RSA pipeline steps makes it difficult to directly compare and improve upon specific steps in the pipeline.
While the manual annotation style does allow the user to monitor annotations on the image to ensure the
root system is being represented properly, it does not scale to large datasets due to the time investment
required, and many of these tools focus on a set of specific traits making it difficult to generalize a single tool
to other studies of RSA.
2.2.2 Semi-Automatic Approaches
Semi-Automatic tools require interaction from the user, but offer some form of guided or automatic features
that make annotation and measurement less tedious. Many of these tools require the user to input some
parameters (eg. a threshold value) to operate. As with manual approaches, semi-automatic approaches can
perform most or all of the RSA pipeline, though the added benefit of guidance allows for an (usually) easier
annotation experience.
SmartRoot, as presented by Lobet et al. [34], is an analysis tool that provides a GUI with four layers that
will be operated on: the image, line segments and vectors, topological information, and annotations. The
user can click on a root and the software will automatically determine its midline so that it can construct a
segmented line that progresses to the tip and base of the root. As nodes are added to the line, root diameter
is estimated and stored, and lateral roots are detected so they can be traced to their parent root. In the event
3https://imagej.net/Fiji
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of an error the user can correct by dragging the detected line segments. The interface provides a way for
users to annotate the image in any way they like. The annotations and measurements can then be exported
to an SQL database for further processing. Time series data can be imported into the software, however they
must be analyzed as individual images rather than as a group.
Galkovskyi et al. [18] have developed GiARoots to allow for fast analysis of root images. The user can
import a folder of images which are treated as a stack that can be scrolled through for easy navigation. The
user may apply a preprocessing step to crop, rotate, or calibrate the scale of the image to ensure consistent
image properties for ease of analysis. Image scale is used to convert pixel units into real world units, which
is done by placing a ruler on the image and measuring a known distance. Next, a segmentation algorithm
is selected and a threshold value is chosen via a slider to obtain a binary image. The values selected by the
user for various steps in the analysis can be saved for later automated segmentation on other images. Global,
adaptive, and double adaptive thresholding are provided by GiARoots as options for segmentation algorithms.
Additionally, the tool provides a command line interface which can be used to create an automated pipeline
using previously determined inputs, where all intermediate computations are exported and saved for quality
assurance. This automated pipeline assumes that chosen input values will work equally well for all images.
The system calculates a series of RSA traits from the segmentation and exports them as a comma separated
value (CSV) file. They compare their software to another approach by Iyer-Pascuzzi et al. [24] and achieve
a very high correlation (R2 ≈ 1.0), though they did modify the definitions of some of the trait calculations
used. In particular, they modify the network length distribution and root thickness definitions, which may
add a small bias to the result. They also provide a comparison of the different thresholding algorithms and
how they perform on their image dataset.
Basu et al. [7] have improved the user experience with time series data by allowing the user to annotate
a single image in the time series and propagating the information across the entire series. The user may
downsample and crop the input images before processing. Segmentation of the root system is computed
using the livewire [6] algorithm across the time series by treating it as a 3D volume. Once the segmentation
is computed, the user must select the root tips on the segmentation, so that they can be used to compute the
growth of the root over time. The tool was evaluated on synthetic images, which allowed them to compare the
output of the software with a pre-determined set of measurements for each image. While this does provide
a benefit, there is no sense for the accuracy on real-world images given from this approach.
Pound et al. [42] have designed RootNav, which is a top-down approach to RSA extraction. The tool
applies a pre-defined set of models which make use of expectation maximization (EM) and A* search [21]
to identify root paths. Users may modify and create their own models if they desire. The user is able to
guide and correct root paths by dragging points on the path to the desired location. The user must specify
the root tips and sources before the A* search can be applied, and once finished a Gaussian mixture model
(GMM) is applied to classify the pixels into background and foreground components. To deal with problems
caused by noise, the image is split into smaller patches and the GMM classification is applied to the patches.
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This allows localized illumination to be used to avoid large changes in brightness or contrast over the whole
image. Once the likelihoods of the pixel classes have been calculated, they are used to convert the image
pixels into a weighted graph, where the edge weights are a function of the class likelihood. Root classes are
given a lower cost, and background classes a hight cost. The A* search finds the optimal path from each root
tip to the source. The points along this line can be manually corrected if necessary, followed by fitting of a
spline to allow for easier calculations of RSA traits.
Pierret et al. [41] proposed IJ-Rhizo, an ImageJ 4 macro designed to measure root length and diameter,
and have compared the outputs of this software with those of WinRhizo5. Their paper does not discuss
the methods they use for segmentation, measurement, or any internal representation of root structure. The
software focuses on computing root length and diameter traits, but there is little detail on how this is
accomplished. Overall the software performed comparable to WinRhizo, with high-positive correlation of
root length features.
ARIA, developed by Pace et al. [40] is a tool that uses a single image of roots at a time to extract
RSA traits. The software automatically converts 2D images of plant roots into a graph notation, which
allows computation of various RSA traits. The background is first segmented from the image using Otsu’s
method [39], which results in a binary image where the root pixels are determined to be the largest connected
component of foreground pixels; all other foreground pixels are discarded as noise. Once the largest connected
component has been identified, it is skeletonized and the remaining points on the skeleton are used as nodes
in a graph, with edges between adjacent pixels. This representation seems to be extendable and effective
for representing root structures, especially because of the well understood nature of graph structures. The
ARIA framework is also “extendable to 3D tomography image data” [40]. In their paper, they compare
measurements with WinRhizo and find that they have similar results. ARIA was used to phenotype maize
seeds that were grown in a controlled environment for study and was able to compute 27 different root traits.
No segmentation results were presented, which makes it difficult to say how the segmentation method affects
their results.
DynamicRoots, designed by Symonova et al. [53] accomplishes RSA by constructing a time series of 3D
shapes from 2D images of root systems. The shapes are then aligned to define a depth function, and each
shape is decomposed into a hierarchy of branches using its own depth function. At this point, a time function
is constructed and used to re-organize the hierarchy by “repairing inconsistencies between depth and time of
growth” [53]. Various traits of the root system are then computed from the distance and time functions on
the branch hierarchy. The images used in the paper were acquired by placing a container holding a plant on
a rotating table. The images taken during rotation are used to construct the 3D volume, which is repeated
at different moments in time so that the growth of the system can be analyzed. The analysis relies on three




existing branch at the tip, the system is connected and contractible, and the time series is dense enough to
observe the correct root hierarchy. The proposed software can handle small violations of these assumptions,
but will fail if there is a large deviation from them.
Rellan-Alvarez et al. [44] proposed GLO-Roots, an integrated imaging system that enables the study of
root architecture. The system uses luminescent reporters to image root systems grown in rhizotrons. The
software associated with the system, named GLO-RIA allows four types of analysis: local, global, shape, and
directionality. Local analysis performs computations on each root pixel to determine root length, direction,
and position, while global analysis takes into account the entire root system and computes the visible surface,
convex hull, width, and depth. Shape analysis makes use of frequency domain landmarks that perform
similarly to the approach taken by Ristova et al. in RootScape [45]. Finally, directionality analysis computes
directional features of the root system in specified regions of the image. All of these methods are automated,
but allow for manual adjustments if necessary. The software also allows detection of gene reporters and
displays various structure and soil attributes, which can be exported to the RSML format. The software was
tested for accuracy using manual measurements from ImageJ, as well as a large set of generated images of
root systems.
Reeb et al. [43] have developed MorphoSnake, a tool that can automatically compute traits at different
levels of thallus for analysis. Existing root analysis cannot achieve this because thalloid plants do not have a
straightforward branching pattern, making it difficult to find a branch to base analysis off of. When imaging,
they manually fixed overlaps in the plant by physically moving roots so that they could avoid errors in
processing. The processing is done by computing a skeletonization of the thallus and converting to a graph
structure. No segmentation is done by the software, the input must be a binary mask image. The graph
structure is then used to compute and visualize the traits and structure of the thallus.
RootSnap! 6 is a manual root annotation program designed to work with touch screen devices. It allows
the user to draw curves on an image to represent the root structure while automatically snapping points on
the curve to the centre of the root. Once the structure has been defined by a series of curves, the software can
compute the following traits: root length, area, volume, average diameter, root angle, branch angle, start tip
angle, and end tip angle. During the annotation phase, the user can activate an “auto detect” feature, which
takes the currently selected curve and tries to extend it to the root tip automatically. This can work well,
but only after carefully configuring image brightness, contrast, and gamma using the tool’s image adjustment
features. The user must also adjust the scale of the area under their finger (or under the cursor when using
a mouse) so that the estimated diameter of points along the curve can be correct, however it is possible to
set this scale too small such that it will obtain incorrect diameter estimates along a given curve. Overall the
annotation process is tedious and error prone, particularly if the image does not have desirable brightness
and contrast properties. Once complete, the software can export the computed values to a CSV file.
Similar to manual RSA approaches, many semi-automatic approaches aim to be a full RSA pipeline
6https://www.quantitative-plant.org/software/rootsnap
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in one component. While the tools discussed here make improvements on the user experience to speed up
annotation of root images, they still require human intervention which makes them difficult to scale to larger
datasets for high-throughput phenotyping. Many of the automatic algorithms used in these approaches
require image specific input parameters to be accurate. Reliance on such specific parameters makes these
approaches accurate when the input data meets the requirements, though a fair amount of effort still must
be made to achieve accurate results.
2.2.3 Automatic Approaches
Automatic approaches to RSA are processes that require minimal to no input from the user, and can operate
on large batches of images to obtain a segmentation or result. Many of the programs described in this section
are GUI programs that require the user to do some initial setup and optional manual adjustments to the
outputs. These are still automatic in the sense that the algorithm can perform without intervention from
the user, though it may benefit from small tweaks specific to the current images. There are two main groups
of approaches in this section, those that attempt to automatically compute a set of RSA traits, and those
that focus on segmentation, classification, and representation of root structure from the images. In the latter
cases, the output is some representation that can be used with other software to compute RSA traits.
Automatic Trait Computation
The automatic trait computation approaches discussed here combine all of the steps in the RSA pipeline
into a single piece of software. These tools make use of various image processing based segmentation and
classification techniques to automatically identify the root system in each image, followed by some form of
representation of the structure for computing desired traits.
Bucksch et al. [9] outline a portable process for extracting RSA traits of excavated plants in the field.
This analysis technique is destructive as it requires the plants to be removed from the soil, cleaned, and then
placed on a black imaging board. The imaging board used was designed with specific reflective qualities
to ensure ease of digital processing. Experiment tags and scale markers are placed on the imaging board
along with the root. Once an image has been captured using this set-up, the PAL system is used to convert
the image to grayscale. A global threshold is found using Otsu’s method [39], which is used as the input
to an adaptive thresholding algorithm to segment the root system and experiment tags. Next, a connected
component labelling is used to remove noise from the thresholding process and the root, experiment tag, and
scale marker are identified using knowledge about their expected shape and size relative to other objects on
the imaging board. The segmentation mask is used to compute a number of RSA traits and the root system
mask is input into an algorithm that computes a series of root-tip paths (RTPs) for the system. Each RTP
is added to an overall skeleton of the root system, which is represented as a graph where nodes are pixels
and edges between nodes represent neighbouring pixels. This graph can be used to compute additional root
traits, as well as to identify root tips and branching points based on the number of neighbours a given pixel
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has. This study outlines an approach that allows high-throughput phenotyping in the field, as well as defining
new traits that could not previously be measured via manual measurement methods, though the processing
pipeline is highly dependent on the imaging process and settings that were used in the study. This illustrates
the benefits of automated phenotyping systems while showing that improvements can be made to make such
automated pipelines generalizable.
Iyer-Pascuzzi et al. [24] introduced an automatic imaging system that images root systems grown in
transparent tubes. The camera is rotated around the plant to acquire images from different angles, which are
then sent to a processing pipeline. The first step is to pre-process the image and break it up into 100 × 100
pixel squares, each of which are thresholded using the mean pixel intensity of the square. Specifically, pixels
that are 5% (a configurable value) above the median intensity are determined to be a part of the root system.
Connected components of the root are found from these results and determined to be the foreground of the
whole image. Next, a series of 16 traits are computed from the foreground pixel values of the image. They
then use a support vector machine (SVM) to analyze which traits are significant in distinguishing a pair of
specific genotypes. The SVM finds a separation of the 16-dimensional space (determined by the 16 traits)
that classifies the images into their respective genotypes. Though this analysis is quite useful, it does require
pre-labelled sets of images for each genotype along with the required features, and has only been used in
this paper to distinguish between a given pair of genotypes; there is no reference for how extendable this
approach is to classifying between larger sets of genotypes.
BRAT, implemented by Slovak et al. [50], is a FIJI plugin that automatically segments and analyzes
root traits from images acquired by flatbed scanners. There is an automatic mode which can be parallelized,
and a quality control mode that allows the user to correct the segmentations in areas where the algorithm
may have failed. BRAT uses a combination of thresholding and marching squares algorithms to obtain
segmentations, followed by skeletonization of the root system. The skeleton is then used to construct a
graph data structure which can be used to calculate various RSA traits and the user interface allows manual
assignment of genotypes to the root structure. The resolution of the images from the flatbed scanner is too
low to compute root width, and some smaller local artifacts in the image are not captured in the analysis.
Slovak et al. [50] report a false negative rate of 21% in the Quality Control Mode, and 25% in the automatic
mode. This might be improved by a more rigorous set of preprocessing steps.
Colombi et al. [16] devised an imaging tent setup that can be used in a field to acquire 2D root images,
and developed a MATLAB based software, called REST, so they could process the images. Each image has
a label placed in it to identify the sample, which is later detected by the software during processing and used
to rename the image file. In order to reduce errors caused by outlying roots, the image is cropped to remove
5% of the root pixels from the bottom of the image and 2.5% of the root pixels from the left and right sides.
Otsu’s method [39] is applied to get a segmentation of the remaining root system, which is used to directly
compute RSA traits.
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Regent Instruments Inc. have developed a commercially licensed product called WinRHIZO7. The soft-
ware is designed to work alongside a flatbed scanner used to image plant roots that have been washed, but
it is also possible to use TIFF or JPEG image files. Once the image has been acquired, WinRHIZO will
process the image automatically, with a small number of adjustments by the user, to identify the visible root
systems. Once the roots have been identified, a number of morphological and topological features can be
extracted and stored as text files.
GT-Roots, developed by Borianne et al. [8], uses adaptive thresholding and morphological operations
to automatically segment the root system in the image and ensure a single connected component. The
segmentation is then used to define a “house shaped polygon”, which defines a global structure of the root
system. This structure can be used to compute global traits of the RSA. The process requires a calibration
step before processing, using an empty image of a rhizobox to help with the determination of the house
shaped polygon in the input images. The software outputs the numerical data and the intermediate images
from the processing steps to allow for retrospective checks on the analysis.
Many of the approaches discussed will scale well to larger datasets of root images, making them ideal
for high-throughput phenotyping of root systems. The automatic nature of these tools make them ideal for
large scale analysis of RSA, though in many cases it is not clear how well each individual step in the RSA
pipeline achieves its goal. Many of these tools are designed with a specific plant species or image input in
mind, making them difficult to apply generally to any RSA study.
Automatic Segmentation and Classification
Automatic segmentation and classification approaches do not attempt to compute any RSA traits, rather
they focus on accurately extracting root structure from images and return the structure in a data format
which allows the user to calculate RSA traits later. By focusing on the extraction process, many of these
tools can be used in various types of RSA study, as they attempt to more generally represent the RSA for
customizable trait computation, rather than calculating a specific set of traits.
Kumar et al. [30] have developed a MATLAB script that can automatically identify root tips and distin-
guish between primary and lateral roots. They take a statistical learning approach using Zernike features to
identify properties of the roots that can be used to classify them. The system operates on 2D images and
performs well on plants that have been grown in transparent gel as well as plants that have been harvested
and imaged. This software can only detect and count primary and lateral roots in a root image.
In RootGraph, Cai et al. [11] also distinguish between primary and lateral roots, building on the usefulness
of the outputs from Kumar et al. [30]. Root images are segmented using the surface fitting approach presented
by Cai et al. [10], skeletonized, and converted into a weighted graph representation, as this process proves to
be robust to noise in root images. They achieve improved results over the approach by Kumar et al [30] and
WinRHIZO, having comparable or better correlation with manual measurements.
7https://regent.qc.ca/assets/winrhizo about.html
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Douarre et al. [17] use a machine learning approach to segment images of roots on soil from X-Ray
tomography images. They generate a set of synthetic images modelled after a set of ground truth images
such that the distributions of pixels and classes match in each set. They first use a CNN to extract localized
image features on n×n sized patches of the image, then pass those features into a SVM to classify each pixel
as root or soil. They trained the model on the generated synthetic images, and tested on real images of Maize
roots in two different types of soil. For evaluation, they defined a quality measure which does not seem to
represent any standard image segmentation measure. The quality measure is based on a ratio of true positive
classifications, calculated by multiplying sensitivity with specificity, for which 1 is a segmentation with no
errors. They used this quality measure to evaluate the outputs of the model. Due to the unconventional
metric they use for evaluation, it is difficult to compare this approach to other known segmentation methods.
In some cases, a segmentation of root images will contain disjoint components, where a single fully
connected component is desired. Chen et al. [13] have proposed an approach to fix these incomplete seg-
mentations via machine learning propelled inpainting. Their model makes use of a generative adversarial
network (GAN), which is used to generate data based on a previously learned set of features. They apply
a U-Net style architecture and treat the problem as a classification of root versus background pixels. The
model makes use of a global discriminator as well as a local discriminator where the local discriminator is
used to inform the generator on the quality of patches of inpainted root segments, while the global discrimi-
nator computes a similarity score between the generated images and the ground truth. This model is able to
achieve an improvement over previous attempts at inpainting and may be a useful tool for obtaining a good
segmentation in noisy images.
RootNav 2.0, implemented by Yasrab et al. [58], is an improvement on the RootNav software proposed
by Pound et al. [42]. In this iteration of the software, machine learning is applied to classify root tips and
produce a segmentation of the root structure in one automatic tool. Their model is based on an encoder-
decoder network that classifies and segments the root structure in the image. The network benefits from
training on both segmentation and detection by making use of similar image features learned in the earlier
parts of the network. This is a bit different from transfer learning as the network weights are updated
relative to both tasks, rather than just one. This means that any learned features useful to the segmentation
of roots could be propagated to the tip detection task, and Vice Versa. This approach also reduces memory
and computation costs, as only one network is required to perform both tasks, however the simple encoder-
decoder architecture is not specially suited to the task of thin structures, and could thus be improved. After
segmentation and detection, A* search [21] is applied to find the paths each root take to their sources. The
model was trained on a wheat root dataset, and the authors have used transfer learning to apply the model
to arabidopsis. The software is able to extract the architecture from the segmentation and store it in the
RSML format for export. This output can be used in other software to compute root structure traits.
SegRoot, proposed by Wang et al. [54], makes use of the SegNet architecture developed by Badrinarayanan
et al. [5] to perform pixel-wise segmentation. They train the model using a modified Dice similarity coefficient
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as the loss function to improve segmentation results. The network is used to create a prediction matrix of
every pixel between 0 and 1, and threshold the results at 0.99 to get a binary image. The model is trained
on dilated binary images of roots so that the model can pick up on smaller features of the root system. After
thresholding, the dilation is undone by eroding the resulting segmentation mask with an equivalent filter.
One issue with dilation is that it could unintentionally close small holes in the foreground object, particularly
those caused by crossing roots. The use of SegNet skip connections rather than U-Net skip connections allows
the model to be more memory efficient. The model was trained and tested on soybean roots, but could be
trained to work on other species.
As with the automatic trait computation methods, the automatic segmentation approaches detailed here
provide a scalable way to process large root image datasets. While these approaches do not perform the
entire RSA phenotyping pipeline on their own, they do achieve high-quality segmentation results which will
further improve subsequent steps of the overall pipeline. It seems clear from the approaches described in this
section that machine learning approaches to segmentation are to be a major component of future solutions to
the problem of segmenting root systems, due to their ability to learn generalizable feature filters for images
and their ability to perform automatically.
2.2.4 Abstract Representations of Root Systems
After the root system has been extracted from the image, it must be stored in some way that facilitates
further computation. Having a consistent format for representing the RSA is important in facilitating future
research studies as well as allowing retroactive analysis of root system datasets. In this section three main
methods for storing RSA are briefly described.
The first and simplest method for storing RSA is to use the segmentation output. Generally, a seg-
mentation of a root image will result in some form of mask which details which pixels are part of the root
system, and occasionally other information such as root tip locations and primary or lateral roots can be
indicated. The mask can be stored as an image which can later be read in to a trait computation program.
While it is simple to store the segmentation mask as an image, the mask will likely need to be processed into
an intermediate format to facilitate computation. Depending on the desired traits, directly using the saved
image masks may not be ideal.
The second method is to convert the segmentation into a graph data structure. Root pixels in the
segmentation can be stored as vertices in the graph with additional information such as whether a root tip
exists at its location, as well as pre-computed traits such as diameter. The major benefits to this approach
are the direct applicability of graphs to trait computation algorithms. To compute a desired trait, one may
simply define the trait as a series of operations on a graph. The graph can be customised to represent any
additional information that is required, and can be updated at various steps in a larger pipeline to keep
track of various operations. One downside to this approach is the abstract nature of graphs, whereby we lose
the intuitive representation of the image and root system making it difficult to easily see and understand
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the RSA. Great care must be taken in encoding the graph to avoid loss or misrepresentation of structural
information which may be caused by inconsistent or conflicting graph representations.
The final method described here is the RSML format. RSML is a standardized representation for
RSA, presented by Lobet et al. [35]. The current specification of the language can be found publicly on
Github8. This format follows an extensible markup language (XML) standard that allows easy and portable
representation of root systems. It allows two types of data: metadata and scene data. Metadata contains
basic information about the images that were used in the analysis, such as if they are part of a time series, and
any specific image properties or transforms that may have been applied. Scene data contains the topological
information about the root system. RSML presents a hierarchical structure that has a parent plant object,
containing children. If a plant has one primary root with many lateral roots, the language can represent this
structure with a parent object for the primary root and a series of child objects representing the lateral roots.
Each root object can contain properties (pre-calculated values or general observations), geometry (represented
as polylines or optionally more arbitrary geometric representations), and functions (values which depend on
a position in the domain of the root’s geometry). This allows a simple structure that can be extended to
contain any desirable properties. While this format loses the intuitive representation of the segmentation
image format, it does retain the hierarchical structure of the RSA making it slightly more intuitive that the
graph representation. The structure of this format is not as straightforward or as well understood as graphs,
making the computation process a bit more involved than using a graph, however the extensible nature
of RSML combined with its ability to store functional information make it quite easy to do complicated
computations.
2.2.5 Discussion
The software discussed in the above sections outline a number of advantages and deficiencies across the three
approaches to RSA analysis. Manual approaches present a pipeline that allow the user full control over the
analysis process, which allows the user to provide manual quality assurance on each measurement, and to
selectively re-analyze data when they suspect an error. Semi-automatic approaches grant the same abilities
to the user, with the added benefit of computer guidance on more tedious parts of the analysis. This guidance
can be implemented as a tool that automatically does part of the analysis with the press of a button, or
by literally guiding the user along in their annotations, making adjustments as the user adds information
to achieve a more accurate result. Depending on the nature of the guidance, this can add reliability to
the output of the analysis. Semi-automated approaches also provide a level of consistency between different
trials and studies that purely manual approaches cannot offer. With a guided annotation software there is
a defined standard for what constitutes an acceptable annotation, thereby reducing some (though not all)
of the variance caused by different annotation conditions. Automatic approaches provide mostly user-free
analysis of images, which increases the throughput of analysis of a given dataset. This reduces subjective
8http://rootsystemml.github.io/
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errors caused by different human annotators in a manual or semi-automatic approach, and can introduce
more objective results as the pipeline processes each image using the same process. Automatic pipelines
remove tedious analysis done by humans, and reduce the amount of labour required by a human doing a
study. That said, automatic approaches can be less generalizable and introduce errors of their own. Many of
the automatic approaches discussed make assumptions about their input data that allow them to be accurate,
and if one or more of these assumptions are broken one can expect a reduction in accuracy and reliability. It
is for this reason that one may prefer to use a semi-automatic approach over an automatic approach. This
highlights the importance of further research into more reliable automated methods.
One major contributor to the reduced reliability of automatic methods is the choice of algorithm for
segmentation of the root system. Many of the tools described here use some form of thresholding to separate
the root (foreground) from the background of the image. This can work well if the background of the
image is uniform and contrasting with the desired foreground pixels, in which case a global threshold using
something like Otsu’s method [39] will perform quite well. In many cases, however, the imaging setup can
not capture a perfectly uniform background and foreground, and there is often a variation in the brightness
of the image as well as noise. This can cause a global threshold to underperform. Much of this problem can
be solved with some form of adaptive or local thresholding algorithm, which usually works by splitting the
image in to smaller sections and performing individual thresholding on each. Local thresholding can result
in a much better segmentation, and can overcome the challenges posed by the varying image properties.
These approaches can be optimized to work with specific image setups and species of plants at the cost of
generality of the algorithm. Another issue with threshold based methods is that small details can be lost if
they are too close to the threshold limits. It is possible that segmentation networks, such as the approach by
Wang et al. [54], can be applied to obtain a better segmentation of the root, without losing as many of the
smaller image details. It may also be possible to adapt certain segmentation networks to account for the thin
branching structure of the root to make them more efficient. These approaches do, however, require more
annotated data to develop than thresholding methods, which can be an obstacle in some cases.
2.3 Deep Segmentation Networks
With the recent success of CNNs, many new network architectures have been designed to benefit the task
of segmentation. These networks can have many layers to help localization of image features, giving us
so-called deep segmentation networks. Deep segmentation networks have been largely applied to the field
of medical imaging, where it can be important to distinguish thin structures in patient scans such as blood
vessels, arteries, and catheters. Furthermore, they have been applied to segmenting road structures from
satellite and drone imagery, as well as segmentation of images of roots in soil to aid in RSA studies. These
approaches are continuously updated and refined to provide improved results and are a promising approach
to the problem of root system segmentation.
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Figure 2.1: U-Net architecture presented by Ronneberger et al.. The input image passes through a
series of convolutional layers on the contracting side (left half of the network) followed by max pooling
layers for downsampling. Convolutional layers on the expanding side (right half of the network) are
upsampled and concatenated with the outputs of the corresponding layer on the contracting side.
The U-Net architecture proposed by Ronneberger et al. [48] is a commonly used approach to image
segmentation. It was designed to work with small amounts of training images for research areas where it
is difficult to acquire data. Figure 2.1 depicts the architecture of U-Net. The architecture is made of two
sides: a contracting side and an expanding side. On the contracting side of the network, the image is sent
through a series of layers that perform 3×3 convolution, followed by rectified linear unit (ReLU) activation,
further followed by a 2 × 2 max pooling unit to downsample the image. After each max pooling unit, the
layer is repeated with the downsampled data, and the number of feature channels is doubled. At the end
of the contracting side, the data is passed to the expanding side, where it undergoes a similar process.
The expanding side consists of a series of layers that perform 2 × 2 upsampling, 3 × 3 convolutions, and a
ReLU activation, repeated until the output layer, which is a 1 × 1 convolution unit that produces the final
segmentation. After each upsampling layer the number of feature channels is halved. To propagate localized
features through the network, the output of each layer on the contraction side before the max pooling layer
is cropped and passed to the corresponding layer on the expanding side, where it is concatenated to the
feature channels. This allows the feature map found in each layer of the contraction side to be combined
with the features propagated by the upsampling layers in the expanding side, providing better local features
throughout the network for various scales.
Cherukuri et al. [14] have explored the use of multi-scale filter representation in deep segmentation net-
works. They have designed a network architecture made up of two parts: a representation network and a
task network. The representation network is trained to develop filters for geometric features at multiple
scales to account for variation in vessel thickness, while the task network uses these filters to learn to perform
segmentation. The two networks are optimized together, such that the task network is indirectly influenced
by the optimization of the weights of the representation network. For the segmentation part of the network,
the U-Net architecture [48] is used, modified such that the input layer matches the output layer of the
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representation network. They have also further modified U-Net to use regression loss instead of cross entropy
loss for multiple output channels. Due to the diverse orientation of retinal vessel structure, the representation
filters must be sensitive to changes in orientation. Thus, they have modified the loss function of the network
to include an orientation diversity term. The orientation diversity term is formulated such that it will have a
strong positive response to a pattern with similar orientation, and a weak response to patterns of orthogonal
orientation. This allows the network to identify the thin structures of the vessels at various scales (defined
at the time the network is trained) and to then perform segmentation with better accuracy.
Chitta et al. [15] have designed a CNN architecture that produces a quad-tree representation of a segmen-
tation, which compared to other deep segmentation approaches reduces the amount of memory and compute
power required when training the network on segmentation tasks. The quad-trees in their architecture are
stored using a hash-table, keyed on a tuple (l, x, y) containing the quad-tree level l, and the coordinates x
and y. The value stored at the key is the class that has been assigned to that quadrant, which can be any
of the possible classes in the ground truth image, or a composite class. The composite class is used to label
a quadrant whose pixels are not all of the same class. The ground truth segmentation are represented in
T-pyramid format, which is a general-form quad-tree where each inner node has exactly four children, and the
leaf nodes are all on the same level. This way, we have a standardized structure with which to compare the
predictions of the network with, and we can quantify the difference of the predicted quad-tree and the ground
truth T-pyramid. Each level in the prediction quad-tree has its own loss function, which is a normalized
cross-entropy loss between the given quad-tree level and the same level in the T-pyramid. The overall loss
of the network is then calculated to be a weighted sum of the losses for each level of the quad-tree. In their
study, Chitta et al. evaluate two different methods of weighted loss, a fixed rate using a hyper-parameter, and
an adaptive weighting method; the two methods give similar segmentation accuracy and mean intersection
over union (IoU). The proposed architecture also allows flexible propagation schemes, giving flexibility in
the way activations are passed through the layers of the network. They evaluate three such schemes: All,
ground truth composite (GTC), and predicted composite (PC). The All propagation scheme simply passes
all activations through the network, which uses the maximum possible memory available to the network. The
GTC approach makes use of the ground truth quad-tree representation to determine which pixels are part of
the composite class and only propagates those pixels to the next layer, which reduces the amount of memory
required to store the activations being used. This approach is only useful when training, as the ground truth
quad-tree is not available when performing inference on new data. The PC approach is similar to GTC,
except it uses the network to predict which parts of the image are part of the composite class, and only
propagates those. This is not useful during initial training of the network as the predictions will be unreli-
able, however it can be used during inference on a pre-trained network to reduce the computational resources
required. The proposed architecture gives comparable results to dilation based segmentation networks with
decreased usage of memory and compute resources.
Guo et al. [20] have developed a modification of the U-Net architecture that is specialized for guidewire
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tip segmentation from X-ray images. Guidewires are used by physicians to treat stenosis in patients and can
be difficult to see during operation. The modification suggested by Guo et al. improve real-time viewing
of guidewire tips during the treatment process by segmenting the guidewire in an X-ray fluoroscopy image.
They have introduced a new layer block to the U-Net architecture that makes use of summation operations
rather than concatenation operations to propagate features between layers of the network. This allows the
network to operate with reduced memory costs and allow reuse of features between layers. In the last layer
of the network, a connectivity cube [27] is applied to account for discontinuities in the segmentation. The
loss function is split into two components: the segmentation loss, which is computed as the Dice overlap
score, and the connectivity score that is calculated as the binary cross-entropy loss for the prediction and the
ground truth. These two components are combined together to produce the overall network loss function.
Compared to the original U-Net architecture, reduced dense U-Net, and connectivity U-Net, the approach
by Guo et al. shows an improved robustness for segmentation of guidewires as measured by sensitivity, F1,
Jaccard index, and Hausdorff distance scores.
U-Net has been used in conjunction with a random forest tree bagger classifier by Kassim et al. [28]
to optimize segmentation of blood vessels from epifluorescent images. Their pipeline first applies contrast
limited adaptive histogram equalization (CLAHE) to obtain consistent and increased contrast properties for
each image. The enhanced images are then used to train a U-Net model, modified with additional dropout
layers, to output a regression likelihood map based on the green channel of the input image. The regression
likelihood map output from the trained U-Net is then added to a set of handcrafted features that are used
to train a random forest tree bagger classifier for segmentation. The output of the random forest algorithm
is a segmentation that requires some post-processing to remove blobs from segments. This process combines
the spatial preservation properties of the U-Net architecture with the ability to specialize feature extraction
via handcrafted features to allow improved segmentation of thin vessels. Kassim et al. have compared their
pipeline to a standard U-Net and an optimized U-Net approach using the sensitivity, precision, specificity,
accuracy and Dice similarity metrics. They have shown a small increase in the sensitivity and accuracy,
while U-Net outperforms in precision and specificity. The largest improvement is in the Dice similarity
metric, which may justify the small decrease in the precision and specificity.
Smith et al. [51] have applied U-Net to segment chicory roots from soil in 2D images. They make use of
a chicory image data set that was used in a previous study to manually measure root intensity and length.
50 images were annotated by an experienced agronomist to obtain ground truth for training and evaluation
of the segmentation process, 2 of which were removed due to other objects being present in the image. 10
images were set aside for testing, and the remaining 38 images were split into training and validation sets.
The validation images were selected by ordering the images by root intensity and choosing 9 images with
even spacing to ensure a wide range of root intensities were included in both training and validation. Images
were mirrored along the edges to provide better context for segmentation around the edges of the image.
Input images were randomly cut into 90 patches at the beginning of each epoch, and were filtered down
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to 40 patches by removing patches that did not contain root. These input patches were then normalized
and subjected to augmentation via colour jitter and elastic grid deformation. A Dice loss combined with
cross-entropy loss was used, multiplied by 0.3 as found by trial and error to improve results of training and
validation phases. The U-Net approach was compared with a Frangi filter approach which was used as a
baseline. Segmented images from both approaches were skeletonized and pixels were counted to estimate
root lengths, though this method of length estimation may distort results based on the orientation of the
root in the image. An F1 score was computed for the U-Net and Frangi methods to compare, as well as
an accuracy measure. In both approaches the accuracy measure was greater than 0.99, which is mostly due
to the high classification accuracy of background, due to an imbalance in the examples of background and
foreground pixels. More interestingly, the U-Net approach resulted in much higher F1 scores (0.701 for U-Net
vs 0.462 for Frangi), specifically having higher performance in recall. Additionally, a high positive correlation
(Spearman rank correlation of 0.9748 (P < 10−8) and r-squared 0.9217) was found with root intensity found
from manual study and the estimated skeleton length from U-Net segmentation.
Choice of loss function when training deep segmentation networks can have a large impact on the results
of the segmentation, particularly when there is a high class imbalance (between foreground and background
pixels) as is the case when dealing with root images. Sudre et al. [52] have evaluated four commonly used
loss functions designed for deep segmentation networks and datasets with high class imbalance: weighted
cross-entropy loss (WCE), Dice loss, sensitivity-specificity loss (SSL), and generalized Dice loss (GDL).
All of these loss functions are presented in their two-class form and evaluated via usage in four different
network architectures. Two 2D networks, U-Net [48] and TwoPathCNN [22], are trained with each of the
four loss functions to perform segmentation of tumors in medical images, while two 3D networks, DeepMedic
[26] and HighResNet [33], are trained to segment age-related white matter hyperintensities. These different
segmentation tasks represent a highly imbalanced class problem, as tumors and white matter hyperintensities
can vary in size and location and images contain a large proportion of background pixels. The networks were
trained multiple times, changing the learning rate through 10−3, 10−4, and 10−5, and changing the sizes
of input patches from small, medium, and large to outline results coming from choices of these parameters.
Data augmentation was not applied during training. Results from the tests show that GDL preforms well
on small patches across the different learning rates when used with U-Net, while WCE performed better
on larger input patches. Overall GDL and Dice loss remain robust across the different architectures and
learning rates.
Another consideration when training a network architecture for segmentation is the depth of the network.
Zhou et al. [60] explore this further by studying the effects of U-Net network depth on segmentation problems,
and propose a new architecture that combines many U-Nets into an ensemble network. They conclude from
their study that the appropriate depth of a network is highly depended on the problem and the availability of
data for training. With this in mind, they propose U-Net++, a modification of the U-Net architecture that
allows high-level features from encoder layers of all of the networks in the ensemble to influence the feature
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maps in the decoder networks of each network in the ensemble. The benefits of this type of architecture
are also prevalent during back-propagation, where high-level features from decoder layers are propagated to
the encoder layers of shallower networks in the system. Zhou et al. also introduce deep supervision into the
network, establishing an overall loss function for their system by way of a weighted sum of the individual
losses of the networks in the ensemble. To reduce computational costs at inference time, it is possible to
prune the network by dropping networks with a depth greater or equal to a specified depth. This reduces the
number of networks being used to compute the segmentation, but also reduces performance of the system.
Due to the connections of decoder layers to shallower encoder layers mentioned above, pruning the network
will not lose all of the features learned by the deeper networks in the ensemble, allowing a reasonable trade-off
between performance and inference time. The results are compared with a classical U-Net and VNet (on
3D datasets), along with wide versions of these networks that have the same number of parameters as the
U-Net++ architecture, allowing comparison without bias on the number of parameters in the networks. It
is shown that U-Net++ performs consistently better than the original U-Net and VNet architectures on six
biomedical image segmentation tasks, as determined by Dice similarity and IoU scores. With this in mind,
it is not clear exactly how much more information is actually being utilized in this new architecture and
whether it is worth the large increase in resources to train.
He et al. [23] describe a method for allowing a neural network to encode residual information by inserting
skip connections among fully connected layers. By representing the residual the network not only learns the
filters to apply to inputs to achieve the desired encoding, but also the residual of the inputs (ie. what the
filter removes from the inputs) which can be passed on to future layers. With this new representation of
information and the shorter path through the network taken by the residual, the network achieves a higher
convergence rate reducing training error, even for deeper network architectures. Zhang et al. [59] apply this
concept to convolutional layers within a U-Net structure for road extraction, taking advantage of the ability
to make the network deeper without losing training value. They make use of the residual block to replace the
standard layers in the U-Net architecture. The residual block contains a batch normalization layer, followed
by a ReLU and a 3 × 3 convolution, followed by another set of the same three layers. The output of these
layers is added to the original input to the block to form the final output, forming the residual function. The
output of each residual block is sent to the next layer in the U-Net, as well as being concatenated to the
corresponding expansion layer as is done in standard U-Net practice. Zhang et al. evaluate their model with
relaxed precision and recall, which are defined as the precision and recall of pixels within a given range of
pixels from their target classification. They compare their models using the breakeven point, which is the
point on the relaxed precision-recall curve where the precision and recall values are equal to each other. The
breakeven point of classical U-Net is reported as 0.9053 for the task of road extraction, while the breakeven
point of the residual U-Net is 0.9187, suggesting that the addition of residual units can help to better extract
thin road structures.
Many of the approaches discussed here make use of the U-Net architecture as a starting point. While U-Net
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is quite good for segmentation tasks, some modification is required to improve performance on tasks involving
thin structures. These modifications take many different forms, such as advanced skip connections for feature
propagation, different types of layers which help the network to pick up on small features, combinations of
different network setups, and modification of loss functions. While these methods have not been designed for
the problem of 2D root segmentation, it is feasible that many of the ideas presented here may be helpful in
designing a method for segmentation of roots.
2.3.1 Iterative Neural Network
Neshatpour et al. [38] propose the concept of iterative learning as a means for reducing the computational
power required for large networks by decomposing deep CNN architectures into a series of smaller networks.
The AlexNet [29] architecture is taken as a case study in employing the iterative methodology. By introducing
iterative blocks in the overall network, more control is gained over the algorithm at inference time. As each
smaller network has its own output, the algorithm can be stopped at any time and the output of the current
iteration can be used. This is quite useful in cases of limit computational power, where a decrease in accuracy
can be taken to reduce the amount of time spent processing the image. Neshatpour et al. suggest that input
images be sub-sampled for each iteration, allowing new image features to be presented to each subsequent
network, along with the learned features of the previous iteration.
Li et al. [32] have proposed IterNet, an architecture that makes use of iterating over a smaller architecture
to refine the output of a segmentation for retinal vessel segmentation. The network consists of a standard
U-Net, followed by a number of smaller “mini U-Nets” that use the output of the network before them to
produce a more accurate segmentation. Each of the mini U-Nets have their own output and loss function
which are used to improve its own output. We treat each iteration as one pass through a network in a
series of networks, such that each network is independent of the others. This has the opposite effect of an
ensemble network, where rather than using the outputs of each network together to improve a result, each
network passes its learned representation on to the next to further learn from the representation as iterations
continue. At each iteration the output segmentation of that network should be an improvement over the
outputs of the previous network. While each iteration does output its own binary segmentation, we do not
pass the segmentation as the input to the next iteration, rather the output of the last decoder layer before
the output layer. This has the effect of passing the learned encoding of the image on to the next image which
will have more information contained within than the final segmentation. This allows the next iteration to
produce a segmentation based on the learned features of the previous iteration, rather than just the output
segmentation.
Li et al. employ three types of skip connections in their architecture to allow high level information to
propagate through the network. The first are the standard U-Net skip connections that connect each encoder
layer with its corresponding decoder layer, concatenating the output of a layer to the input of the decoder
on the opposite side of the network. Skip connections are also made between the first U-Net to the input of
24
Figure 2.2: IterNet network architecture as presented by Li et al. [32]. The first U-Net structure
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each of the mini U-Nets, which are concatenated to the output of the previous iteration, followed by a 1 × 1
convolution for dimensionality reduction. These type of connections allow for high level features to remain
present throughout each iteration in the network. Finally, dense connections between the mini U-Nets are
used to allow propagation of features across each iteration. Figure 2.2 depicts the architecture used by Li et
al. for retina segmentation.
In IterNet [32], each mini U-Net has its own sigmoid cross-entropy loss function. Input images are first
split into patches of 128×128 pixels which are chosen randomly during training. At inference time, images are
split into overlapping patches and the output segmentations of each patch are averaged together to produce
the final output. Li et al. use three commonly used retinal vessel data sets, each having a small number (less
than 40 or so) images, during their evaluation. To improve results, augmentation of colour, shape, brightness,
and position are applied during training. The number of mini U-Nets used is 3. To evaluate their model
on each of the three datasets, they split each dataset into training and testing sets, however they do not
create a validation set meaning that we have no basis for how the model performs on data it has never seen
before. Results are compared with the standard U-Net [48], DenseBlock-U-Net [19], and DeformUNet [25]
architectures which were implemented and trained on the data by Li et al.. Comparison is also made with
other known studies on the same dataset, namely Residual U-Net [2], Recurrent U-Net [2], R2U-Net [2], and
Iter-Seg [49]. F1 score, sensitivity, specificity, accuracy, and area under the ROC curve (AUC) were used to
compare the results of each method. A marginal increase in accuracy and AUC are shown by IterNet [32], as
well as improvement in sensitivity which subsequently increases F1 score. Due to the omission of a validation
set, it is difficult to say if these marginal improvements are generalizable to other data, or if this architecture
provides a reasonable training time vs performance trade off for this task.
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RSA has many properties which are similar to the structure of retinal vessels, both structures being
thin structures which branch out in different directions. The results achieved by IterNet [32] suggest that
its architecture is suited to detecting thin branching structures. The ability of the network to refine the
segmentation at each iteration allows better identification of smaller details in the image as required by the
task of segmenting root systems. Adopting the iterative approach to segmentation networks also provides the
benefit of fine tuning network performance in low resource computing systems. Basing the overall structure of
the model on the U-Net architecture also allows training to be successful with small amounts of data, which
is common in RSA due to the amount of work required to produce an annotated dataset of root images.
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3 Methods
In order to develop and evaluate a root segmentation algorithm we must first obtain a set of root images
along with ground truth annotation data describing the ideal segmentation that should be produced by the
algorithm. As this work will make use of a deep neural network architecture for segmentation, it is important
that enough data is acquired to train the proposed model while still maintaining a reasonably sized testing
and validation set. Ideally the training set of images will contain many images of various root species,
however in order to test the generalizability of the model we must be careful to maintain a specific set of
images of a species which is not used in the training set. Model training is also dependent on a number of
hyper-parameters which can dramatically change the effectiveness of a model. With this in mind, we define
a series of simple trials for obtaining a high quality segmentation model before evaluation on a final set of
validation images. These trials also aim to identify possible weaknesses and biases that are inherent to the
model architecture and training set.
Section 3.1 below outlines the images which we will acquire from previous imaging efforts in the P2IRC
program, along with how ground truth annotations will be obtained and used to create a dataset suitable
for training and evaluating the proposed network architecture. Section 3.2 describes the proposed network
architecture in detail, Section 3.3 details the experimental framework which will be used to evaluate and
determine the ideal parameters of the model, and Section 3.4 defines common evaluation metrics used in
image segmentation and how they will be used to determine the success of the model.
3.1 Datasets
Here we outline the 2D image dataset that has been compiled for training and evaluating the proposed seg-
mentation network. Our dataset is comprised of many high resolution images of root systems of different
plant species taken at different growth stages. To obtain ground truth segmentations for training and eval-
uation we introduce the Friendly Ground Truth tool which is designed to facilitate consistent annotation of
root images by annotators. Finally, we describe how the data will be organized to evaluate the model.
3.1.1 Acquired Images
Our dataset is comprised of six sets of plant root images: Cucumber-Pouchlow, Cucumber-Wetmouse, Canola,
Wheat, Soybean, and Soybean-assoc. The Cucumber-Wetmouse images were obtained by growing the cu-
cumber plants in an aerated nutrient solution and, prior to imaging, the plants were placed in a shallow glass
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tray filled with water. The five remaining image sets consist of root systems which were grown in a Plexiglas
folder on top of a sheet of black filter paper. Four sheets of germination paper are placed below the chamber
which absorb a nutrient solution from a plastic tub during growth. The root system on the black filter paper
is covered with a pliable plastic sheet which prevents the RSA from moving as well as preventing the root
system from drying out. This system allows the roots to grow freely within a 2-dimensional space, allowing
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Figure 3.1: Example images from the Cucumber-Pouchlow (a), Cucumber-Wetmouse (b), Wheat
(c), Soybean (d), and Canola (e) data sets
Global Institute For Food Security (GIFS) has provided the Cucumber sets, the Wheat set, and the
Soybean sets of images. All five of these image sets were imaged using a Nikon D7200 camera. The Cucumber-
Pouchlow dataset consists of 40 4016 × 6016 images of Cucumber (Cucumis sativus) roots taken at 7, 8 and
11 days after transplanting (DAT), the Cucumber-Wetmouse dataset consists of 39 4016 × 6016 images of
Cucumber (Cucumis sativus) roots imaged at 7, 9, and 11 DAT, the Wheat dataset consists of 301 6016×4016
images of Wheat (Triticum aestivum) roots imaged at 7, 9, and 11 DAT, the Soybean dataset is made up of
70 6016×4016 images of Soybean (Glycine max ) roots imaged at 8, 10, and 12 DAT, and the Soybean-assoc
dataset consists of 333 6016 × 4016 images of Soybean (Glycine max ) roots imaged at 5 and 8 DAT. The
Canola image set was provided by Agriculture and Agri-Food Canada (AAFC) and consist of 495 2180×280
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images of Canola (Brassica napus) roots, imaged using a Nikon D7200 camera in two different sessions, 4
days apart. All images are RGB colour TIFF images. Table 3.1 gives a summary of the entire dataset.
Table 3.1: Data Set Summary
Data Set Species Image Size Repetitions Number of Images Total Images
Cucumber-Pouchlow Cucumis sativus 4016×6016
7 DAT 13 40
9 DAT 14
11 DAT 13
Cucumber-Wetmouse Cucumis sativus 4016×6016
7 DAT 14 39
9 DAT 12
11 DAT 13
Wheat Triticum aestivum 6016×4016
7 DAT 101 301
9 DAT 100
11 DAT 100
Soybean Glycine max 6016×4016
8 DAT 24 70
10 DAT 23
12 DAT 23
Soybean-assoc Glycine max 6016×4016 5 DAT 181 333
8 DAT 152
Canola Brassica napus 2180×2980




3.1.2 Ground Truth Annotation
Before a segmentation approach can be developed and evaluated, we must first have ground truth segmenta-
tions which identify, as closely as possible, the desired segmentation of the RSA for each image which is to
be used in the training and evaluation process. Due to the large sizes of the images and the tediousness of
creating such annotations by hand, we have developed Friendly Ground Truth, an annotation tool designed
to improve consistency of root annotations among annotators and reduce the amount of tedious effort that
is required to achieve a high quality annotation.
Friendly Ground Truth allows users to annotate a root image in a series of patches, rather than operating
on the whole image at once. This approach allows easy navigation of large images and provides a focus
on a particular area of the RSA. Figure 3.2 depicts an example of the tools in use. At any given patch
for annotation, the immediately surrounding patches of the image are shown to the user for contextual
information during annotation, but cannot be modified without explicitly navigating away from the current
patch. Navigation between patches can be done using the arrow keys on the keyboard, or via an image
overview window which displays the image with the current annotation layered on top. At the time that the
user loads the image, the tool computes a threshold for each patch using Otsu’s method [39] and creates a
segmentation as a default. This provides the user with a starting point for each patch, as well as helping
to identify patches which have no roots in them, as the threshold will be low enough on a completely dark
patch to include most (if not all) of the patch pixels as foreground. At any time the user has access to a
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Figure 3.2: A screenshot of an in-progress annotation on a patch in the Friendly Ground Truth tool.
thresholding tool, which simply increases or decreases the threshold value to adjust the foreground region
in real-time. Often the Otsu threshold is close to the desired output but needs small adjustment with the
thresholding tool to include finer details in the RSA. Adjusting the threshold does not affect any patch in
the overall image other than the currently focused patch. In some cases, applying a threshold to the entire
patch does not allow fine enough control to accurately segment the roots in the patch. In these cases the
user has access to a flood fill tool (commonly known as a magic wand) and a brush tool. The flood fill tool
can be used to select a region of the current patch based on a similarity threshold, which can be adjusted to
segment targeted sections of the RSA. In places where the flood fill tool is not accurate enough, the user can
use the brush tool to manually paint or erase any part of the foreground segmentation for fine control over
details. Finally, the user has access to a “No Root Tool”, which marks the current patch as having no root
pixels visible and marks all pixels as background before automatically moving to the next patch. This can
greatly reduce annotation time in images with a large background area. The tool was developed in Python
and is publicly available on GitHub1 for easy distribution.
Starting an Annotation When the user first opens an image, the tool will split the image into a 10× 10
grid of patches and apply an Otsu [39] threshold to each patch to achieve an initial baseline segmentation.
The main annotation panel within the tool will then display the first patch, with the estimated foreground in
coloured in red. The immediately surrounding patches of the current patch are also displayed, but they are
greyed out and cannot be interacted with, they are provided only for contextual information (see Figure 3.2
for an example). In addition to the main panel, an image preview window is displayed to the user, showing
the full image, the division of the image into patches, and the current state of the segmentation coloured red




Figure 3.3: The Preview Window displayed by Friendly Ground Truth. We can see that it has
placed converted the image into a grid of patches and applied a simple threshold to each patch to give
a starting estimate for the segmentation.
Manual Thresholding The threshold tool allows the user to adjust the pre-computed Otsu threshold for
the currently selected patch. The value can be increased or decreased to accommodate the currently visible
area of the root system. Thresholding in this way is restricted only to the current patch, and so will not affect
the annotations of other patches in the image. Figure 3.4 shows how a patch’s threshold can be increased to
obtain a better segmentation.
(a) A patch with a poor initial threshold. (b) The same patch after adjusting the threshold value.
Figure 3.4: A simple threshold operation on a patch within Friendly Ground Truth.
Brush Tools Brush tools allow the user to interactively add or remove regions of the current patch from
the annotation. The user can use the scroll wheel or the input box at the bottom of the screen to adjust
31
the brush size. This allows intuitive addition or removal of areas in the annotation that cannot be addressed
with the other tools.
Flood Fill Tools The flood fill tools allow a user to select a pixel in the current patch as a starting
point. The user can then adjust a similarity threshold value to grow or shrink the foreground region in the
annotation. This can be very helpful for annotating many branching roots in the image, as much of the root
can be automatically selected with a well chosen similarity threshold. The ease of use of this tool can reduce
fatigue on the user, and is particularly useful for annotating thin areas between two roots. Figure 3.5 displays
an example of the tool before and after use.
(a) A patch before using the flood fill tool. (b) The same patch after using flood fill.
Figure 3.5: An example of the flood fill tool within Friendly Ground Truth.
Other Useful Tools Many of the patches within the image will not contain root system, and thus do not
need to be processed in detail. To make this process simpler, the user is provided with a “No Root” tool,
which simply sets the threshold for the current patch such that no pixels are identified as foreground. Using
this tool will also automatically navigate the user to the next patch in the image, allowing quick processing
of such patches. The user is able to use the arrow keys, or the preview window, to navigate between different
patches, as well as basic pan and zoom tools for positioning the current patch for easier annotation. Undo
and Redo tools are also available to easily edit annotation actions in the event of a mistake.
Using the tools detailed above, Friendly Ground Truth simplifies the root annotation process while allow-
ing the user to focus on finer details in the root system. The initial automatic thresholding of the patches
gives the user a place to start, which can often make it much easier to quickly identify which areas of the
current patch need to be edited to be correct. The splitting of the image into smaller patches also makes the
process of annotating the large images much less overwhelming, as the user can focus on a small area of the
image at one time. The flood fill tools in particular are well suited to the types of annotation motions that
are common to RSA annotations.
The Friendly Ground Truth tool was used to create ground truth annotations from the images described
in Section 3.1.1. Annotations were completed by volunteer computer science students who had no previous
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experience with root annotations. Annotators were provided with a manual describing the desired segmen-
tation properties as well as outlining possible cases of uncertainty to reduce variance in annotation quality (
See the Appendix for the provided manual). Each volunteer annotator was first trained on a pre-determined
image (the same image for each annotator) and assessed to ensure understanding of the annotation process.
Once the annotator was familiar with the annotation process they were given a set of images to produce
ground truth segmentations for. The resulting segmentations from each annotator were processed to keep
only the largest single connected component of foreground pixels to ensure that small single pixel mistakes
were not included in the final ground truth. An example of an input image and its associated ground truth
segmentation are depicted in Figure 3.6. In total 142 images were annotated using the Friendly Ground
Truth tool.
(a) Original Image (b) Image Mask
Figure 3.6: Example image (a) with its human annotated ground truth mask (b)
3.1.3 Experimental Organization
To facilitate experimental analysis of the model’s performance the 142 annotated images were transformed
into a number of datasets which facilitate experimental trials. All images of Cucumber roots were removed
as a hold-out validation set to test the generalizability of the model to a species it had never seen before. The
remaining images were split into training, testing, and validation datasets using a 70% − 15% − 15% split.
The resulting split images give a set of annotated root images with 90 training images, 16 testing images, 18
validation images, and 18 hold-out cucumber validation images. This image dataset is referred to as the Full
Image Set, as it contains the full sized images of entire root systems.
Derivative Datasets
In addition to the Full Image Set, five additional datasets are created which make use of the images from the
Full Image Set to allow further analysis of model performance.
33
Hyper-Parameter Patch Training Set Images from the training portion of the Full Image Set were
cropped around the root system to reduce the amount of background. Next, 256 × 256-pixel size patches
were extracted randomly from the cropped images to create a set of patched images suitable for training
the network. 3, 282 patches were created as a result of this process, taken from 90 full sized images. This
dataset is used as the training set in Trial 1 (described below in Section 3.3.1) to facilitate search for training
hyper-parameters that produce a high-quality model.
Expanded Patch Training Set The second trial we conduct is designed to build upon the results of the
hyper-parameter search conducted in Trial 1. This is done by including additional patches containing only
non-root objects that appear in the images. 1, 069 256 × 256-pixel sized patches identified as containing no
roots were added to the to the Hyper-Parameter Patch Training set to create the Expanded Patch Training
Set. The patches were hand chosen by a single individual to include image features that the network had
difficulty identifying in the first trial, such as plant stem, water droplets, or dust particles. Trial 2 (described
below in Section 3.3.2) makes use of this dataset for training the model.
Testing Patch Set For testing the model during training we created the Testing Patch Set from the images
in the Full Image Set. This dataset was created by extracting 256 × 256-pixel sized non-overlapping patches
from the images in the testing portion of the Full Image Set, resulting in 1, 077 patches taken from 16 full
sized images. The Testing Patch Set is used for testing the models trained in Trial 1 and Trial 2 (described
in Sections 3.3.1 and 3.3.2, respectively).
Validation Patch Set The Validation Patch Set is used for final validation of the model once it has been
finalized through the trials we have designed. Similar to the Testing Patch Set, this dataset was created from
the validation portion of the Full Image Set by extracting non-overlapping patches of 256 × 256 pixels. The
full sized images were not cropped, ensuring that non-root artifacts appear in the images to allow examination
of the performance of the model when such artifacts are present. This dataset consists of 1, 864 patches taken
from 18 full sized images.
Cropped Image Set Finally, due to the large amount of background in the images, we create the Cropped
Image Set which consists of the same images as the Full Image Set manually cropped to remove a majority
of the non-root area in the image. The images were manually cropped to ensure that root tips do not appear
on the edge of the image. The manual nature of this cropping makes it difficult to specify an amount of pixels
used for padding, though a post-cropping analysis shows that a mean number of 153 pixels was allowed for
padding on each side. The stem of the plant shoot was cropped from the images so that only roots were
visible. This dataset is used in Trial 4 (described in Section 3.3.4), which is designed to evaluate the model
when a reduced number of non-root objects are present, as well as to reduce the amount of processing required
for a single image by removing known background areas. Identically to the Full Image Set, this dataset is
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divided into testing, validation, and hold-out cucumber validation sets.
Table 3.2 gives a summary of all dataset used in this work.
Table 3.2: Summary of the datasets used for evaluating the network in different trials. The last
column indicates which trial each dataset is used in.
Dataset Name Description Num Images Trial
Hyper-Parameter
Patch Training Set
Size 256 × 256 patches created




Size 256 × 256 patches created
from the full image set, with
an additional 1,069 “empty”
patches.
4,351 2
Testing Patch Set Size 256 × 256 patches created
from the full image set.
1,077 1 & 2
Validation Patch Set Size 256 × 256 patches created
from the full image set.
1,864 Validation
Full Image Set Full size images including a test-






Cropped Image Set Images from the Full Image Set







Our proposed neural network architecture is an improvement on the iterative network proposed by Li et
al. [32]. The architecture makes use of a number of refinement U-Net networks to iteratively improve upon
the segmentation of an image. As Li et al. have applied this architecture to segmentation of retinal arteries,
which are thin and highly branched structures, this architecture seems to lend itself to the problem of
segmentation of root systems, though we make a number of modifications to the model. The first of these
modifications is to replace the standard U-Net hidden layers with residual units as introduced by He et al. [23].
These residual units preserve feature information as the network becomes deeper, and while each iteration of
the network is in reality a new network with its own set of learned features, as we progress through iterations
of the network the feature inputs will begin to degrade as they would in more standardized deep network
architectures. This modification helps to reduce the effects of the degradation of features. Figure 3.7 depicts
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Figure 3.7: Network architecture diagram showing a high level view of the blocks making up the
network. One main U-Net structure acts as input to the subsequent smaller U-Net structure. High-
level image features are concatenated to the inputs of all networks via skip connections (solid line), and
learned high-level features at the output of each iteration are concatenated together with the inputs
of each subsequent iteration (dotted lines). Each network iteration has its own segmentation output,
and the last network’s output is considered to be the final segmentation.
networks with four hidden layers, and is considered to be the input network. All subsequent networks consist
of three hidden layers. Each sub-network has its own output segmentation and set of learned weights, and
are updated relative to their own outputs during training. The output of the first iteration’s input block
is passed via skip connection to the input of each subsequent network to preserve the high level features
in the input image. The output of each iteration is also passed to the input of each subsequent network,
being concatenated together with each-other as well as with the output of the first iteration’s input block.
Another modification we make in contrast to the model proposed by Li et al. [32] is to place the concatenation
operation before the input to each network iteration, rather than after the input layer of each subsequent
network. This allows the input block of each iteration to process the full input tensor using the residual
units. The residual units themselves make use of another type of skip connection within each hidden layer to
further preserve high level features at each layer. The architecture is designed to operate on 256 × 256-pixel
sized patches, rather than a full-sized input image. Figure 3.8 details the composition of the blocks which
make up the larger network structure.
Aside from the input to the first iteration of the network, the inputs to each U-Net structure are not
images, rather they are learned feature representations from the previous network. This provides two major
benefits in the context of segmentation. First, secondary networks make use of the features learned by
previous networks to improve upon the segmentation outputs at each iteration. As training progresses,
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(a) The input block
based on the residual
unit. A 3 × 3 convolu-
tion is applied, followed
by batch normalization,
and a ReLU function.
The same process is re-
peated again, but the
original input features
undergo addition be-











residual block is similar
to the input block (a)













(c) The upward resid-
ual block is similar to
the input block (a) ex-
cept a transpose is ap-
plied to upsample the
input features. Fea-
tures from the corre-
sponding down layer
are concatenated be-
fore being input to the
transpose.
Conv 3 × 3
Sigmoid
(d) The output block is
a simple 3 × 3 convolu-
tion followed by a sig-
moid function to pro-
duce a final probability
map.
Figure 3.8: The blocks that make up the network structure.
each network should become better at producing an accurate segmentation, which is then used as input to
subsequent networks to improve their own results. Second, due to each network being trained with respect
to its own output, the process of updating weights after each epoch means that each network after the first
input network receives a slightly different set of inputs at each epoch, rather than receiving the same training
images repeatedly. This acts as a form of data augmentation for each secondary network. As each network’s
weights are updated, they produce new features as inputs to the following network, which will always be a
different representation of some image which has been exposed to the overall system in a previous epoch.
This allows training with small datasets, as well as improving the ability of the network to generalize via
exposure to varying input features.
In their model, Li et al. [32] use sigmoid cross entropy loss during training of the network. In our case, a
sigmoid cross entropy loss function may pose problems due to the large number of background pixels compared
to the number of root pixels in the input image, particularly in allowing the model to overemphasize the
value of background pixel classification. For this reason we opt to use a combination loss function, which
makes use of a weighted binary cross entropy loss combined with a weighted Dice loss function defined in
Equation 3.1. α and β represent the weight of the binary cross entropy and Dice loss functions, respectively.
The binary cross entropy function is represented by H(y, ŷ) for some predicted matrix y and ground truth
segmentation mask ŷ. D(y, ŷ) represents the Dice loss function for the same prediction and ground truth
segmentation. The binary cross entropy portion of the loss function allows the model to optimize for a more
accurate per-pixel classification while the Dice loss portion keeps the segmentation as a whole as accurate
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as possible. The hyper-parameters α and β allow greater control over the network during training. To train
each iteration in the network, this loss function is applied individually to each sub-network and its input
and output at each step in the training process. The loss value for the final iteration in the network is
considered to be the loss value of the entire network as the output of this iteration will be considered the
final segmentation. We make use of early stopping techniques to prevent the model from over-fitting, where
the loss value is monitored on the testing set at each epoch. If the loss value degrades by an amount within
a specified threshold, the current epoch will be marked as an epoch where degradation has occurred. After a
specified number of epochs with degradation of the loss value training will be stopped. Finally, multiplicative
learning rate decay is used to help the model converge as training continues for many epochs.
loss = αH(y, ŷ) + βD(y, ŷ)
H(y, ŷ) = −
N∑
i









In order to provide the model with localized feature inputs, the network operates on 256 × 256-pixel
sized patches. This size provides a view with enough local information to distinguish between roots and
background objects, while still providing enough contextual information to ensure that features are identified
with respect to the overall RSA. Data augmentation is employed on-the-fly to each patch that is input to
the network to further reduce over-fitting of the model to the training set. Images were subjected to random
rotation of up to 90 degrees, as well as horizontal or vertical flipping. For evaluation root images are split into
256 × 256-pixel overlapping patches with an overlap of 50 percent. This method of splitting an image into
patches ensures that each pixel in the image is examined in four patches. Once segmentation of the individual
patches is complete, the patches are put back together using a majority voting system for the final value of
each pixel in the full image. A pixel is determined to be foreground if it has been labelled as foreground in
the majority of patches in which it appears. In the case of a tie, the pixel is labelled as background. This
process helps to reduce errors that may occur due to the way a patch is extracted from the original image.
The model will be governed by a series of hyper-parameters for fine-tuning the training process. The
learning rate is a standard hyper-parameter which determines the magnitude of steps taken during back-
propagation in the network. Learning rate decay is a factor used to control multiplicative learning rate
decay during training, which is used to decrease the learning rate over the course of many epochs. These
hyper-parameters together help to control the convergence rate of the loss function toward its optimal values,
allowing rapid changes to network weights at the beginning of training and slower changes toward the end.
Binary cross entropy weight and Dice loss weight are also considered to be hyper-parameters which control
the influence of each piece of the loss function as described by α and β in Equation 3.1. The final three
hyper-parameters control the early stopping mechanism of the training process. Stopping Patience is the
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minimum number of epochs to wait before considering stopping the training job. Stopping epochs is the
number of epochs to use to evaluate the stopping criteria. A higher value for stopping epochs will allow the
model to continue training for longer even if results begin to degrade, though this is not necessarily a bad
thing as degradation can occur before improvements in results, highlighting the importance of having fine
control over this mechanism. The final hyper-parameter is stopping tolerance, a threshold which determines
the smallest amount of change in the results in order to stop training. A large stopping tolerance will stop
the model even if the score improves by a large margin from the last epoch, while a smaller stopping tolerance
will allow the model to continue training until a small amount of change is detected in the results.
3.3 Experimental Trials
To examine the properties of the proposed model and determine the ideal conditions for achieving high-
quality segmentation of RSA we design a set of four trials, followed by a final validation trial. These trials
correspond to the different image sets which were outlined in Section 3.1.3. The first trial will make use
of hyper-parameter tuning to determine how different model parameters affect the results of segmentations.
The second trial compares the best results from the first trial with a model trained with the same input
parameters, but with an enhanced set of training patches which include more examples of non-root objects.
Both of these trials concern only patch-level results of the segmentations. The third trial will evaluate the
models from the first two trials on the full images, and the fourth trial seeks to evaluate the models from the
first two trials on images which have been cropped to remove excess background from the image. Validation
will perform on the specified validation sets, and the results will be compared to two other recent models
which perform segmentation of thin branching structures. All models are trained on 256 × 256-pixel sized
patches, which is a standard practise in training deep segmentation networks and helps with localization of
features. In cases when segmentation of a full-sized input image is required, the image will first be split into
patches with a 50% overlap. The resulting patches will be segmented and then re-assembled by overlapping
the segmented patches into the final binary mask image. Due to the overlapping of patches during the
patching process, each pixel in the mask will be represented in four segmented patches, meaning that each
pixel in the final segmentation will have four separate classifications as either root or non-root. To consolidate
these into a single classification for each pixel, majority voting is applied such that the most-agreed upon
probable class for the pixel is accepted as the final class. In the event of a tie, the pixel is classified as
background.
3.3.1 Trial 1: Hyper-Parameter Tuning
The first trial we will conduct seeks to evaluate how hyper-parameter configuration affects the model, as
well as to determine the optimal set of input parameters for segmentation of root images. The Google
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Cloud Platform2 provides a framework to facilitate simple hyper-parameter tuning via concurrent training
of models with varying hyper-parameter inputs. The hyper-parameter tuning tool allows specification of
ranges for hyper-parameter inputs to the model. Once the ranges have been specified and the tuning job
started, Bayesian optimization is used to search the space of input values for optimal settings. Depending on
configured resource constraints many models can be trained simultaneously, with their testing scores being
recorded for use in determining improved parameter values. The training score of the current set of models
is monitored and used to inform the algorithm on how to update the hyper-parameter values for the next set
of models to be trained. The tool also has an early stopping mechanism, whereby training of a single model
can be cancelled if the loss values appear to be less successful than other training attempts. This helps to
conserve computational resources.
For this trial we will trigger 30 training jobs within the hyper-parameter tuning framework. Each of these
30 models will be trained on the Hyper-Parameter Patch Training dataset. Table 3.3 describes the allowed
input values for the framework to train models within. The results of the hyper-parameter tuning will be
used to analyze the effects of individual hyper-parameters on the training results of the model. The model
with the highest final Dice score on the Testing Patch Set will be considered the best model and the input
hyper-parameter values corresponding to that model will be determined the most optimal for this task.
Table 3.3: Input values for hyper-parameter tuning.
Parameter Type Min Value Max Value
Learning Rate Double 0.001 0.01
Learning Rate Decay Double 0.85 0.99
Cross Entropy Weight Double 0.2 1.0
Stopping Patience Integer 15 20
Stopping Tolerance Double 0.0005 0.01
Stopping Epochs Integer 0 10
To allow efficient search of the hyper-parameter space we choose a set of input ranges which constrain
the search to a controlled region. The learning rate parameter is allowed to fluctuate between 0.001 and
0.01, which are common values used for model training [54, 52, 23]. This range should avoid learning rates
which make large steps which may cause poor convergence of the loss function, as well as values which are
so low as to increase training time. The learning rate decay is constrained between 0.85 and 0.99 for similar
reasons; too much decay will cause poor convergence, while too little will reduce the benefits that come from
multiplicative learning rate decay. This specific range of values was chosen due to performance in preliminary
tests of the model training process. The cross entropy weight parameter is constrained between 0.2 and 1.0.
Due to the fact that testing evaluation is done using Dice score, it is possible that allowing the cross entropy
2cloud.google.com
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weight to assume a small or zero value will optimize the parameters to make use of only the Dice score portion
of the loss function, which may sacrifice the ability of the model to learn from the per-pixel classification
results which come from the cross entropy portion of the loss. For this reason the small but non-zero value
0.2 is chosen as the low constraint for this parameter. The value of the cross entropy weight should not be
greater than 1.0, as greater values will over-emphasize the weight of the cross entropy loss portion of the
function. The input values for stopping patience are constrained between 15 and 20 epochs. This range is
chosen to ensure that enough epochs are used to allow the model to begin to learn from the training data
without being in danger of over-fitting. The stopping tolerance is chosen to fall between 0.0005 and 0.01.
As the Dice score metric is represented on a scale from 0.0 to 1.0, this range allows a maximum tolerance
of 0.01 in change to dice score, which is a rather large change at late stages in the training process, while
the minimum 0.0005 tolerance is a very small change which still may yield an improvement. Finally, the
stopping epochs parameter is constrained between 0 and 10, to allow the early stopping process a reasonable
chance of taking effect before over-fitting. The input ranges related to early stopping were chosen based on
performance of the model in preliminary testing.
3.3.2 Trial 2: Effects of Enhanced Training Dataset
Once the optimal hyper-parameter values have been determined for the model we will conduct a trial to
evaluate the effect of non-root patches in the training set. Due to the method used for creating training
patches, an emphasis is given on extracting patches with roots in them. The presence of non-root objects,
such as water droplets or dust, in the images presents a problem during segmentation, as many of these objects
are not annotated in the ground truth and may not appear in the training set. To attempt to enhance the
effectiveness of the model in identifying these objects as background we make use of the Expanded Patch
Training Dataset, which contains 1, 069 additional patches which were hand chosen to contain various non-
root background objects. Figure 3.9 displays some examples of patches which were chosen for this dataset.
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(a) A patch with a dust particle. (b) A patch with non-root plant matter.
(c) A patch with a water droplet. (d) A patch with a large non-root object.
Figure 3.9: Examples of patches which were selected for the updated training set.
The model for this trial will be re-trained from scratch on the Expanded Patch Training Set using the
best performing hyper-parameters as determined in trial 1. The resulting model will be directly compared
to the best performing model that was trained in Trial 1 to evaluate how the extra training patches effect
the segmentation quality of the model on the image patches from the Testing Patch Set.
3.3.3 Trial 3: Patch-Wise Segmentation of Full Images
Once we have determined how the model best performs on the patch datasets we will evaluate model perfor-
mance on the full-sized images. The images from the Full Image Dataset will be used to evaluate the best
model from Trial 1 and the model from Trial 2. To evaluate the model on full images, the images are split
into 256× 256-pixel patches with an overlap of 128 pixels. The individual patches are then segmented by the
model and then overlapped together to re-create the original full image. A majority voting system is used
for each pixel as they will appear in multiple patches. Should a tie occur, the pixel in question is labelled as
background, as it is expected that the model will be more effective at identifying background pixels due to
the large class imbalance given in the image by disproportionate amounts of background compared to roots.
The results from this trial, while they should yield similar to the results on the patch datasets, will give
insight to how the model is able to segment the entire root system in an image. The model from Trial 1 will
be directly compared to Trial 2 to determine how the extra 1, 069 empty patches affect the model’s ability to
achieve a higher quality segmentation on the full sized images, and whether a significant difference is made.
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3.3.4 Trial 4: Patch-Wise Segmentation of Cropped Images
Due to the large amount of background in the images, a significant amount of processing is spent on patches
which are generally already known to not contain any roots. Additionally, many of the patches which are
extracted from areas of background will contain non-root objects which may be misclassified as root. While
it would be ideal for the model to be able to distinguish between these objects and roots (which is explored
in Section 3.3.2), another solution is to simply remove these objects from the image before segmentation.
If the general region of the image containing roots is known with an estimated bounding box, one could
crop the image to remove a large amount of non-root objects, giving the model a more focused image for
segmentation. This could help to reduce many errors in segmentation where the model cannot distinguish
between non-root objects and true root objects.
For this trial, we will use the Cropped Image Dataset to evaluate how the model performs on pre-cropped
images. We will directly compare the performance of the top model from Trial 1 and the model from Trial
2 on the cropped images. This should allow us insight on how the model can perform given the presence of
non-root objects in the image, and possibly provide a suggested solution for dealing with any errors which
these objects may cause.
3.3.5 Validation
Each of the datasets used for the previously discussed trials contains a set of validation images, and in the
case of the full and cropped image datasets a hold-out cucumber validation set is provisioned. The validation
sets will be used as a final evaluation of the model to ensure that results are not biased by images which have
previously been processed by the model. Additionally, the hold-out cucumber sets will be used to evaluate
the ability of the model to segment images of roots from a species which it has no prior exposure to. The
best performing model as determined by Trials 1-4 will be evaluated on the Validation Patch Set, the Full
Image Validation and Cucumber sets, and the Cropped Image Validation and Cucumber sets. This will give
a finalized set of results for the model, which can be directly compared to other models for the task of root
segmentation.
3.3.6 Comparison with Recent Models
The results from our model will be compared to two recent models, SegRoot designed by Wang et al. [54] and
IterNet as proposed by Li et al. [32], on each of the datasets. To allow direct comparison, we will re-train
each of these models from scratch with the recommended input hyper-parameters by their respective authors.
For IterNet the number of iterations is set to 3, dropout was set to 0.1, batch size was set to 32, epochs was
set to 200, and learning rate was set to 0.001. For SegRoot the weight decay is set to 5e− 4, the batch size is
set to 64, epochs was set to 100, and learning rate was set to 0.01. Models will be compared by mean Dice
similarity coefficient, mean IoU, sensitivity, and specificity scores, which are further described in Section 3.4.
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These two approaches have been chosen for comparison due to their use of deep learning for segmentation of
thin structures. SegRoot [54] makes use of a CNN architecture, SegNet [5], which is designed for semantic
segmentation of images. SegRoot has previously done well to segment images of roots in soil, removing much
of the noise caused by the soil in the images. This makes it an ideal comparator for our approach. IterNet [32]
is the architecture that our approach is based on, and so it makes sense to include a direct comparison to
identify how the changes we have made affect the segmentation quality. IterNet has been previously applied
to segmentation of retinal vessels, which have a similar structure to root systems, suggesting that it should
apply well to the segmentation of roots. The comparator approaches chosen here should provide insight to
how non-root objects can affect segmentation quality, while providing baseline segmentation results which
make use of similar deep learning techniques.
It may seem useful to compare these deep learning approaches with a classical image processing approach,
such as Otsu’s method[39]. Deep learning approaches require significant computational resources and time
for training and tuning, while a simple Otsu threshold value could be computed quickly for each image and
without the need for extensive training. While this would be an ideal approach for streamlining the RSA
segmentation process, these types of threshold based segmentation approaches consider properties of the
image histogram, rather than the properties of the objects within the image. By design, threshold based
approaches use pixel intensity values to separate all pixels in the image into two classes, foreground and
background. This does not allow us to distinguish between root and non-root objects. Even an adaptive
thresholding approach, whereby patches of the input image are given a threshold individually, would identify
noise in the image as part of the foreground class, whether or not they are part of the root system. This
makes these types of approaches inherently bad for the problem of identifying RSA in the presence of non-root
objects. As such, we do not further consider these types of approaches in this work.
3.4 Evaluation Metrics
To provide reliable evaluation and facilitate standardized comparison of results we will make use of four
evaluation metrics which are common to image segmentation and deep learning. The model will be evaluated
using Dice similarity coefficient, pixel-wise accuracy, sensitivity, and specificity scores. Each of these metrics
can be defined in terms of True Negatives (TNs), True Positives (TPs), False Negatives (FNs), and False
Positives (FPs), given a ground truth segmentation ŷ and a predicted segmentation y. A True Positive occurs
when a pixel yij and the same pixel in the ground truth ŷij are both marked as foreground. A True Negative
is the opposite, when a pixel yij and the pixel ŷij are both marked as background. False Positives occur
when a predicted pixel yij is marked as foreground, but the same pixel ŷij in the ground truth is marked as
background. False Negatives occur when a predicted pixel yij is marked as background and the same pixel
ŷij is marked as foreground. These definitions help us to further define the evaluation metrics to be used for
the model. The evaluation metrics used in this work are used in the context of pixel-wise classification into
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root (the “positive” class) and non-root (the “negative” class) classes.
Dice similarity coefficient is a metric which characterizes the similarity of two regions on a scale from
0.0 to 1.0, with 1.0 being perfect similarity. Equation 3.2 defines the Dice similarity coefficient in terms of
TP, FP, and FN. The Dice similarity coefficient puts focus on the foreground region, meaning that we get
a normalized score regardless of the size of the segmented region. This allows us to see how well the root
system is segmented from the background even when there is a large imbalance in favour of background
pixels, rather than seeing how well the model correctly classifies pixels in the image.
DSC =
2TP
2TP + FP + FN
(3.2)
IoU describes the area of intersection of the predicted foreground with the ground truth foreground,
normalized by the union of both regions. Equation 3.3 defines IoU in terms of TP, FP, and FN. Similarly
to Dice coefficient, an IoU score of 0.0 indicates that the segmented region is completely disjoint from the
ground truth region. Higher values indicate a higher level of intersection between the predicted and ground
truth regions, thus indicating a better segmentation. The IoU metric is positively correlated with Dice
similarity coefficient, though it differs in the magnitude of penalty given for missed TP identification.
IoU =
TP
TP + FP + FN
(3.3)
Finally, Sensitivity and Specificity score represent the True Positive Rate and True Negative Rate of the
model, respectively. The Sensitivity score, defined in Equation 3.4, tells us how well the model can identify
foreground pixels, or in our case, what percentage of the root system is correctly identified as root. Similarly,
the Specificity score, defined in Equation 3.5, tells us how well the model can identify background pixels, or
what percentage of the background is correctly identified as such. It is expected that for images with a large
number of background pixels the specificity score will be quite high compared to the sensitivity score, as the









These four metrics together describe important aspects of the model’s ability to segment RSA from
images. Direct comparison between models can be done with these metrics, with higher scoring models in all
four categories being considered as giving a better quality segmentation. With this in mind, it is important
to consider what each metric describes and how that relates to the problem of root segmentation. The Dice
similarity coefficient appears to give the most directly meaningful description of the ability of the model to
produce a segmentation, being directly related to the foreground region of the image, regardless of size. IoU
score gives a secondary insight into the segmentation quality of the model. Following this, the Sensitivity
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metric is useful in detailing the amount of the root system that is captured by the model, with Specificity
detailing the same information about the classification of background.
Pixel-wise accuracy is another common metric used in evaluating deep learning models. Pixel-wise ac-
curacy is simply the percent of correctly identified pixels in the prediction versus the ground truth. As
defined in Equation 3.6, this metric gives an overall sense of how well the model can identify both foreground
and background pixels. While this information can be useful in evaluating deep learning systems, it is im-
portant to note that in the context of images with a disproportionately large number of background pixels
to foreground pixels (such as in root images) the accuracy can be quite high while yielding a low quality
segmentation. As an example, if the ground truth segmentation consists 90% of background pixels, a model
which randomly identifies 100% of pixels as background would have a pixel-wise accuracy of 90%, which is
quite high considering none of the desired foreground was identified. This highlights that, while it can give
useful insights, a high pixel-wise accuracy is not necessarily representative of a better model. For this reason,




TP + FP + TN + FN
(3.6)
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4 Results and Discussion
Here we detail the performance results of the model across four trials as described in Section 3.3. The
results presented are designed to evaluate the ability of the proposed model to provide accurate automatic
segmentation, as well as to generalize to other species of plant roots. The first trial discusses the effects
of hyper-parameter selection on the final segmentation produced by the model, detailing the best choices
for parameter inputs. The second trial outlines the effects of augmenting the training set with additional
non-root objects for improving identification of background. The third and fourth trials explore how the
model performs on full sized images and cropped images respectively. These trials represent two possible
approaches which would be used in a full RSA pipeline. Finally, the model is evaluated on a set of validation
images as well as a set of cucumber root images to test for generalizability.
Models have been trained using the Google Cloud Platform in a virtual environment with four NVIDIA-
Tesla-T4 GPUs. While some trials vary the input hyper-parameters, all training jobs were initialized with a
maximum number of 150 epochs with a batch size of 32. Additionally, the Dice weight hyper-parameter in
the loss function was set to a constant 1.0 to provide a constraint on the network to improve the Dice score
of final output segmentations. The number of iterations used for the model was three.
4.1 Trial 1: Hyper-Parameter Tuning
We used the hyper-parameter tuning framework in the Google Cloud Platform with the specifications in
Section 3.3.1. Due to resource and budgetary constraints, only 30 models were able to be trained with
hyper-parameter tuning. Table 4.1 summarizes the results of the hyper-parameter search, representing the
chosen hyper-parameter values, the elapsed training time, final training step which activated early stopping,
and the resulting Dice score on the testing set. Entries are sorted in descending order of Dice score. The
varying amount of training time for models is reflective of the early stopping mechanism, which outlines the
importance of correctly choosing hyper-parameter values for optimal performance.
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Table 4.1: Performance of the models found via hyper-parameter tuning, in decreasing order of Dice
score.
Mean DSC Training Step Train Time Learning Rate Learning Rate Decay Crossentropy Weight Stopping Patience Stopping Tolerance Stopping Epochs
0.936 149 9 hr 28 min 0.00332 0.89661 0.42715 17 0.01000 7
0.934 49 2 hr 29 min 0.00373 0.90361 0.43432 15 0.00995 7
0.926 199 9 hr 39 min 0.00573 0.92774 0.24987 15 0.00932 5
0.925 21 1 hr 14 min 0.00373 0.89465 0.48001 20 0.00995 7
0.924 64 9 hr 33 min 0.00547 0.91167 0.77971 19 0.00533 6
0.922 69 9 hr 40 min 0.00364 0.89527 0.43544 16 0.00711 8
0.921 34 1 hr 51 min 0.00550 0.92000 0.60000 18 0.00525 5
0.919 22 1 hr 18 min 0.00340 0.88736 0.41711 16 0.00614 8
0.918 22 1 hr 15 min 0.00318 0.89646 0.37651 17 0.01000 8
0.918 22 1 hr 15 min 0.00745 0.95032 0.49987 20 0.00319 2
0.917 21 1 hr 13 min 0.00422 0.89580 0.44161 15 0.00738 10
0.916 22 1 hr 13 min 0.00358 0.89545 0.43265 17 0.00702 7
0.916 19 1 hr 6 min 0.00524 0.89901 0.83991 20 0.00456 7
0.911 56 2 hr 53 min 0.00383 0.89582 0.48209 19 0.00995 5
0.911 26 1 hr 26 min 0.00346 0.89518 0.45709 18 0.01000 7
0.908 25 1 hr 24 min 0.00485 0.89783 0.86183 20 0.00375 7
0.906 26 1 hr 25 min 0.00370 0.88605 0.43497 17 0.00715 7
0.905 27 1 hr 30 min 0.00371 0.89533 0.43649 15 0.00710 9
0.905 22 1 hr 14 min 0.00142 0.86066 0.23803 15 0.00946 8
0.904 50 2 hr 34 min 0.00322 0.89422 0.42500 17 0.00691 7
0.902 65 6 hr 42 min 0.00574 0.86168 0.62611 18 0.00483 10
0.899 37 1 hr 57 min 0.00323 0.89977 0.38399 16 0.01000 9
0.898 25 1 hr 25 min 0.00408 0.89623 0.54761 18 0.00992 5
0.898 25 1 hr 25 min 0.00352 0.88279 0.38143 16 0.00607 10
0.898 12 45 min 57 sec 0.00371 0.89213 0.49687 16 0.00663 10
0.895 21 1 hr 10 min 0.00349 0.89031 0.36946 16 0.00654 9
0.894 38 2 hr 2 sec 0.00298 0.89994 0.28756 17 0.01000 8
0.885 11 47 min 29 sec 0.00599 0.93184 0.64064 17 0.00679 7
0.866 7 33 min 24 sec 0.00443 0.91120 0.44106 15 0.00690 2
0.808 4 22 min 43 sec 0.00357 0.88582 0.38293 15 0.00671 8
Figure 4.1 depicts the distribution of Dice scores on each image in the testing set for the top ten models.
We can see in this chart that on average the model outputs a segmentation with a high Dice score in the
0.90 to 1.0 range, though there are many outliers. Many of the outliers in this case are patches which have
non-root objects in them, as can be seen in Figure 4.2. Figure 4.2a and Figure 4.2b are examples of successful
segmentations of root systems with relatively high Dice scores. We can see that in these patches there are
clear areas in the image which are root. In Figure 4.2e however, there is a large amount of plant shoot which
is not considered part of the RSA that is segmented by the model. Additionally in Figure 4.2f we can see
that water droplets along the root are segmented as part of the root system, which reduces the Dice score
of the segmentation. This model produces a mean Dice score of 0.936 with standard deviation 0.162 on the
Testing Patch Set.
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Figure 4.1: Box plot of the Dice score results for the top ten trained models on the Testing Patch
Set, where the models on the x-axis are in decreasing order of their mean Dice score. We can see many
outliers, most of which are caused by non-root objects within the image.
(a) A patch with a successful segmentation. (b) A more complex segmentation.
(c) Roots with many gaps and thin areas that are seg-
mented.
(d) A patch with a very complex structure.
(e) A patch containing stem which is misclassified as root. (f) Water droplets cause reduced segmentation quality.
Figure 4.2: Input, prediction, and ground truth patches for the Testing Patch Set on the best model
found with hyper-parameter tuning.
To assess the effects of different hyper-parameters on the resulting segmentation quality of the model,
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a parallel coordinate plot is provided in Figure 4.3. We can see from this plot that a smaller learning
rate (around 0.0035) combined with a learning rate decay of around 0.895 seem to be distinctive of a well
performing model. Additionally it appears that the network prefers a lower cross entropy weight, though it
is less indicative of high Dice score as some models with larger cross entropy weight did perform well. It
would seem that stopping patience, stopping epochs, and stopping tolerance have a smaller impact on the
overall performance, so long as they are chosen within the ranges implied by the analysis. Stopping patience
appears to prefer to be closer to the range of 15 to 17, a number of stopping epochs between 5 and 10 are
prevalent in most of the models, and stopping tolerance in the range of 0.004 to 0.010 appear to have small
impact on the final Dice score.
Figure 4.3: Parallel Coordinate plot describing the relationship between the hyper-parameters and
the resulting Dice score for all 30 trials. We can see from this plot that the model prefers a smaller
learning rate as well as a larger stopping patience. Other parameters seem to have a smaller effect on
the overall results.
4.2 Trial 2: Effects of Enhanced Training Dataset
The second trial directly addresses some of the shortcomings of the model that are identified in the results
of Trial 1. Using the hyper-parameters of the highest performing of the 30 models in Trial 1, determined by
Dice score, we re-train the same model using the Expanded Patch Training Set as described in Section 3.3.2.
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Trial 1 Model vs
 Trial 2 Model on Testing Patch Set
Figure 4.4: A box plot comparing the results of the models from Trial 1 and Trial 2. We can see
that the distributions of dice score for the two models are very similar, indicating that both models
will perform similarly to each other on the patched datasets.
The hyper-parameter values are as follows: Learning Rate: 0.00332, Learning Rate Decay : 0.89661, Binary
Cross Entropy Weight : 0.42715, Stopping Tolerance: 0.01, Stopping Epochs: 7, Stopping Patience: 17. All
other parameters and model settings are unchanged.
The mean Dice score on the testing set after re-training was 0.937 with standard deviation 0.160, which
is only a marginal difference from the results of the model trained in Trial 1. Results of a two sample t-test
indicate that there is no significant difference between the results of the two models on the patch testing
set (p = 0.892, α = 0.05). In Figure 4.4 we can see that the distributions of the dice score outputs are very
similar. The model from Trial 2 does appear to have fewer low outliers than the model from Trial 1, though
the average case for both models suggests that they are functionally similar on the patched datasets.
4.3 Trial 3: Patch-Wise Segmentation of Full Images
The model from Trial 1 and the model from Trial 2 were both evaluated on the Full Image Testing Set. As
specified in Section 3.3.3 the full sized images are first split into 256×256-pixel sized patches with an overlap
of 128 pixels. After prediction, the patches are stitched back together using a majority vote system. The
model from Trial 1 resulted in a mean Dice score of 0.867 with standard deviation 0.065, while the model
from Trial 2 had a mean Dice score of 0.889 with standard deviation 0.070. This is not a significant increase
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in segmentation quality (p = 0.377, α = 0.05). Figure 4.5a shows an example segmentation from the Trial 1
model, which has many areas marked as foreground which are not part of the root system. We can see in
Figure 4.5b that some of these errors have been mitigated by the model in Trial 2, however the more of the
above ground plant matter has been incorrectly segmented as root.
(a) The output on a full image using the model
from Trial 1.
(b) The output on a full image using the model
from Trial 2.
Figure 4.5: Full image output examples from a) the model trained in Trial 1 and b) the model trained
in Trial 2. The model in Trial 2 is more robust to non-root objects in the image, however above ground
plant matter is incorrectly identified as root.
4.4 Trial 4: Patch-Wise Segmentation of Cropped Images
The models from Trial 1 and Trial 2 were also evaluated on the Cropped Image Testing Set. This set of
images reduces the amount of non-root structures in the image, meaning that the deficiencies of the model
from Trial 1 are less likely to affect the overall quality of the segmentation. The model from Trial 1 gave
a mean Dice score of 0.938 with standard deviation 0.029 on these images, while the model from Trial 2
gave a mean Dice score of 0.936 with standard deviation 0.029. A two sample t-test shows that there is no
significant difference in the results of the two models on the cropped image set (p = 0.872, α = 0.05). Figure
4.6 displays the segmentation results of the two models on the cropped images.
The model from Trial 1 performs significantly better on the Cropped Image Testing Set than the Full
Image Testing Set, as shown by a two sample t-test (p = 0.001, α = 0.05). There is also a significant
difference in the results of the model from Trial 2 on the Full Image Testing Set versus the Cropped Image
Testing Set (p = 0.028, α = 0.05). Table 4.2 gives a summary of the results of each model on the various
testing sets.
Comparing the results of the model from Trial 1 and the model from Trial 2 on the Testing Patch set,
the Full Image Testing set, and the Cropped Image Testing set we can see that both models perform better
on cropped images than on the full images. Figure 4.7 illustrates this. We can additionally see that there are
fewer outliers from both models on the Full Image and Cropped Image sets compared to the Testing Patch
set.
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(a) The output on a cropped full image using the
model from Trial 1.
(b) The output on a cropped full image using the
model from Trial 2.
Figure 4.6: Cropped image output examples from a) the model trained in Trial 1 and b) the model
trained in Trial 2.
Table 4.2: Results for each of the models on different testing sets.




Mean Sensitivity Mean Specificity
Hyper-Parameter
Patch Training Set
Testing Patch Set 0.936 0.905 0.963 0.995
Full Image Set 0.867 0.771 0.941 0.997
Cropped Image Set 0.938 0.884 0.936 0.997
Expanded Patch
Training Set
Testing Patch Set 0.937 0.906 0.950 0.995
Full Image Set 0.889 0.807 0.930 0.998
Cropped Image Set 0.936 0.881 0.927 0.997
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Figure 4.7: A box plot comparing the results of the models from Trial 1 and Trial 2 on each of the
Testing Patch set, Full Image Testing set, and Cropped Image Testing set. We can see that there are
significantly more poorly performing outliers on the patched dataset for both models. We can also see
that both models have higher Dice scores on the Cropped Image Testing set than on the Full Image
Testing set, because cropping the image discards much of the non-root objects which cause errors.
4.5 Validation
At this point we adopt the model trained in Trial 2 as the best performing model, due to its slightly larger
training set. While the evidence suggests that both models will perform similarly, in some cases (such as in
Figure 4.5) this model has the ability to provide a cleaner segmentation when given images with non-root
structures in them. For validation of model results, we test the model using the validation image sets within
each of the Validation Patch Dataset, Full Image Validation Dataset, and the Cropped Image Validation
Dataset. These are images which have never been segmented by any of the models, giving an unbiased view
of how the model performs on new data.
On the Validation Patch Set the model produces a mean Dice score of 0.955 with standard deviation
0.149, on the Full Image Validation Set the model gives a mean Dice score of 0.838 with standard deviation
0.235, and on the Cropped Image Validation Set the model gives a mean Dice score of 0.910 with standard
deviation 0.047. This performs as we would expect given the results on the testing sets. For further insight
into the performance of the model, we also provide a per-species breakdown of these results. For the Full
Image Validation Set the model produces a mean Dice score of 0.542 with standard deviation 0.369 on images
of canola roots, mean a Dice score of 0.932 with standard deviation 0.025 on images of soybean roots, and
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Table 4.3: Per-species breakdown of results on the validation sets.
Dataset Species Mean DSC Mean IoU Mean Sensitivity Mean Specificity
Full Image Set
Canola 0.542 0.465 0.813 0.995
Soybean 0.933 0.875 0.942 0.999
Wheat 0.916 0.846 0.918 0.995
Cropped Image Set
Canola 0.830 0.710 0.768 0.993
Soybean 0.953 0.910 0.950 0.998
Wheat 0.922 0.855 0.909 0.998
a mean Dice score of 0.916 with standard deviation 0.015 on images of wheat roots. On the Cropped Image
Validation Set the model gives a mean Dice score of 0.830 with standard deviation 0.033 on images of canola,
a mean Dice score of 0.953 with standard deviation 0.012 on images of soybean, and a mean Dice score of
0.923 with standard deviation 0.012 on images of wheat. These per-species results are summarized in Table
4.3.
Finally, we evaluate the ability of the model to generalize to a species of plant which was not present
in the training set. The model was evaluated on the Full Image Hold-Out Cucumber Set and the Cropped
Image Hold-Out Cucumber Set. A mean Dice score of 0.834 with standard deviation 0.123 was given by the
model on the Full Image Hold-Out Cucumber Set, and a mean Dice score of 0.844 with standard deviation
0.131 was produced on the Cropped Image Hold-Out Cucumber Set. We can see in Figure 4.8 how the model
performs on each of the testing, validation, and hold-out cucumber sets. Results on the validation images
are consistent with expected results as seen on the testing sets. The Full Image Validation set does see two
low dice score outliers which are considerably worse than the outlier seen in the Full Image Testing set.
These two images had particularly small root systems, with many roots clumped closely together. It also
appears that two square markers in the image were partially identified as root, causing further error. When
we consider the results on the Full Image Cucumber and Cropped Image Cucumber sets, we see a reduction in
performance, as well as a slight widening of the distribution. This is expected, as the model was not trained
on any images of Cucumber roots. Example segmentations of cucumber roots are shown in Figure 4.9.
We compare our models to the SegRoot model proposed by Wang et al. [54] and the IterNet model
proposed by Li et al. [32]. Both models were re-trained from scratch on the Expanded Patch Training Set
and evaluated on the same sets as our model. Table 4.4 summarizes the results of our adopted model along
with the results of SegRoot and IterNet. We can see in Figure 4.10 that ITErRoot outperforms the comparator
models, particularly on the Full Image Set. This visualization shows us that not only the mean segmentation
dice score is improved, but the distribution of expected dice scores is improved as well. There are however a
few outliers that do perform approximately as poorly as the minimum dice score observed by the comparators



































Figure 4.8: A box plot illustrating the results of the final model (the model trained in Trial 2) on
each of the testing, validation, and hold-out cucumber validation sets. We can see that the results on
each of the validation sets are consistent with what we expect given the results on the testing sets. We
can also see a decrease in performance on the cucumber images. This is expected, due to the training
sets not containing any images of cucumber roots.
particular outputs. Figure 4.11 shows example segmentations from each model.
4.6 Discussion
The results we have seen from each of the experimental trials give much insight into the properties of the
ITErRoot architecture. From these results we are able to better understand how the properties of the dataset,
the different hyper-parameter input choices, and different experimental choices affect the output segmentation
quality. The remainder of this section will discuss the benefits and drawbacks of our approach, and bring to
light some considerations for future improvements on this work. We begin by considering how our data was
annotated.
While the Friendly Ground Truth annotation tool provides a streamlined process for annotation of root
systems, our dataset was created by non-experts in the field of RSA, and plant phenotyping in general. One
shortcoming of this work is the lack of expert verification on the ground truth segmentations produced with
the tool. It would be ideal to have a plant science expert who is familiar with RSA involved in further
annotation processes with the tool in order to ensure that important details are in fact being annotated,
and that the resulting data is useful to plant breeders later on in the RSA phenotyping pipeline. It may be
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Mean Sensitivity Mean Specificity
Testing Patch Set
ITErRoot 0.937 0.906 0.950 0.995
SegRoot 0.774 0.697 0.789 0.990
IterNet 0.809 0.760 0.867 0.991
Validation Patch Set
ITErRoot 0.955 0.936 0.963 0.997
SegRoot 0.836 0.792 0.869 0.992
IterNet 0.846 0.814 0.903 0.996
Full Image Testing Set
ITErRoot 0.889 0.807 0.930 0.998
SegRoot 0.313 0.194 0.637 0.972
IterNet 0.399 0.256 0.703 0.972
Full Image Validation Set
ITErRoot 0.838 0.769 0.901 0.998
SegRoot 0.234 0.137 0.640 0.969
IterNet 0.350 0.222 0.688 0.975
Full Image Cucumber Set
ITErRoot 0.834 0.731 0.779 0.998
SegRoot 0.426 0.274 0.582 0.970
IterNet 0.618 0.463 0.703 0.986
Cropped Testing Set
ITErRoot 0.936 0.881 0.927 0.997
SegRoot 0.703 0.563 0.647 0.986
IterNet 0.791 0.687 0.705 0.999
Cropped Validation Set
ITErRoot 0.910 0.838 0.889 0.997
SegRoot 0.716 0.572 0.639 0.992
IterNet 0.791 0.674 0.684 0.999
Cropped Cucumber Set
ITErRoot 0.844 0.748 0.779 0.998
SegRoot 0.720 0.564 0.583 0.998
IterNet 0.814 0.693 0.708 0.999
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(a) An example of a predicted segmentation with Dice
score 0.9189
(b) An example of a predicted segmentation with Dice
score 0.909
Figure 4.9: Output segmentation masks from the hold out cucumber set showing a) a segmentation
with Dice score 0.9189 and b) a segmentation with Dice score 0.909.
beneficial to perform inter-rater agreement studies with the dataset, comparing how an expert’s annotations
may differ from a non-expert’s, as well as the variation that may occur among many different annotators.
This type of study would give further insight into the quality and usefulness of the dataset we have created,
as well as the Friendly Ground Truth annotation tool.
Our hyper-parameter tuning trial provides some insight into the effects of hyper-parameter choice, however
it does not give strong evidence for a particular set of input values to achieve maximum performance. Many
of the models were trained with a learning rate in the 0.30 to 0.45 range, though some outliers did give
similar or slightly better performance. Similarly, the learning rate decay parameter prefers to be in the
0.89 to 0.90 range. The binary cross entropy weight parameter has less influence on the Dice score, as
values within the entire input range appear to give high Dice score performance with no obvious pattern.
Additionally, it appears that while setting the early stopping related parameters, namely stopping patience,
stopping tolerance, and stopping epochs, to conservative values will allow the model more time to train while
still not overfitting to the training data. It would seem that hyper-parameter values chosen in these ranges
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Figure 4.10: A multi facet plot comparing SegRoot, IterNet, and ITErRoot on each of the datasets.
We can see that ITErRoot outperforms the comparator models, particularly in the case of the Full
Image Set, where non-root objects are present.
Another consideration is that we were only able to evaluate 30 models, with a rather large hyper-parameter
input space. It is possible that further analysis of the impact of specific hyper-parameters may reveal insight
on exactly how each hyper-parameter affects the model and point toward better optimization of the network
architecture for producing high quality segmentation output.
The best performing model from Trial 1 resulted in a mean Dice score of 0.936 on the Testing Patch Set,
while achieving a mean Dice score of 0.867 on the Full Image Set. We can see from the examples in Figure
4.2 and Figure 4.5a that the model does a reasonably good job in segmenting the root system. Many of the
complex gaps and root tip details are preserved, giving a good quality segmentation of some of the more
complicated root systems. We can see, however, that the model picks up on many non-root objects in the
image, which in turn reduces the overall Dice score of the segmentation even though much of the root system
is correctly identified.
From the Trial 2 model we can directly see the impact that the additional empty patches make on the
model’s ability to identify roots. In Figure 4.5b we can see that almost none of the non-root objects identified
by the model in Trial 1 are present, however the distributions of the Dice score results from the two models
show that they perform very similarly. This would suggest that the simple addition of non-root objects in the
training set is not enough to provide a higher quality segmentation output. In some cases, such as the image
in Figure 4.5b we do see a visually different segmentation, though with the evaluation metrics available to us
there is no simple way to determine if it truly has a better quality. In this work, no exploration was done to
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(a) An input validation image. (b) The predicted validation image from ITErRoot.
(c) The predicted validation image from IterNet. (d) The predicted validation image from SegRoot.
Figure 4.11: Output segmentations for an input image (a) from b) ITErRoot c) IterNet and d)
SegRoot
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determine the effects of the number of iterations used in the model. It is possible that improved segmentation
quality may be achieved with this architecture by making use of a different number of iterations.
In Trial 4 we explored the effects of cropping the images before segmentation, which is another approach
to mitigating the effects of non-root objects which are present in the image. Interestingly, the results of both
models on the cropped images are very similar, with no statistically significant difference in the results. This
implies that, while it may be possible to produce a model which can consistently identify non-root objects
to improve the segmentation quality, one could achieve a similar performance by performing a pre-cropping
operation on the images before segmentation. While it is important to design models which can accurately
segment RSA from an image, an equally important problem could be the accurate removal of non-root objects
in images via pre-processing or post-processing methods. It is quite reasonable to apply these methods in
conjunction with our model to achieve the best possible results.
Another consideration for the results on the Full Image Set and the Cropped Image Set is the effect of the
majority voting system that was used when re-assembling the patched segmentation outputs. In the event
of a tie, when two patches have identified a pixel as root, and two patches have identified the same pixel
as background, we default to classifying that pixel as background. This is under the assumption that due
to the large class imbalance of background pixels versus root pixels the model will naturally be better at
identifying background than it is at identifying roots. This voting approach may be affecting the resulting
full image segmentation quality, positively or negatively. It may be worthwhile to consider how reversing
this system, classifying the pixel as root in the event of a tie, may effect the results, or perhaps using a
different re-assembly system altogether. Further understanding of how the re-assembly process affects the
final segmentation results may help to identify other shortcomings or advantages of the network architecture.
When comparing the validation results on a per-species basis, we can see that the model performs quite
poorly on full images of canola roots compared to soybean and wheat roots. These results are improved
dramatically when evaluating on the cropped images, though canola roots still have the lowest Dice score
performance. The differences in the RSA of canola roots from soybean and wheat give a partial explanation
for these results. The canola roots in our dataset tend to have more roots which grow together, appearing
thicker and much harder to identify than in the wheat and soybean images. For this reason we would expect
a small decrease in segmentation quality when evaluating canola roots, though not to the degree that we
see when evaluating the full sized images. The results on the cropped images provide insight to the second
part of the explanation, which is simply that the canola images which are present in the validation set have
prominent non-root objects in them which are removed when cropping is done. It is possible that these
non-root objects do not share properties of the 1, 069 additional patches which we added to the training set
in Trial 2, which would explain why they are not properly identified by the model. This further enforces the
idea that much work needs to be done in pre-processing or post-processing root images to remove undesirable
non-root objects.
Figure 4.9 displays two segmented cucumber root systems. We can see from Figure 4.9a that even a
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complex root system can be successfully segmented, even though this species of plant has never before been
seen by the model. This shows that the model can effectively identify roots in a general sense, regardless of
species. The example in Figure 4.9b has roots which have grown together and are much harder to identify,
causing gaps in the segmentation. These are properties which are similar to the canola examples described
previously. We can see from this information that the model can identify thin root structures, however it is
identifying some parts of the root system as non-root objects, which is the main point of weakness in our
system. In fact, the mean Dice score of the full sized cucumber images was 0.834, compared to the mean
Dice score of the full sized canola images which was 0.542. The model actually performs worse on the canola
images, of which many examples are present in the training set, than it does on the cucumber roots which
are not present in the training set. This shows that the model can generalize well to the segmentation of thin
root structures.
In Table 4.4 we detail a direct comparison between the results of ITErRoot, SegRoot [54], and IterNet [32]
on each of the testing and validation sets which we have used. ITErRoot outperforms the other models in
almost every metric, in every dataset, often by quite a large margin in terms of Dice score. IterNet gives a
higher specificity score on the cropped image sets, though it is important to keep in mind that the specificity
score is the model’s ability to identify background pixels, rather than foreground (root) pixels. While it is
ideal to maximize the sensitivity and specificity scores, for this particular task sacrificing sensitivity score
for specificity score is not indicative of a better quality segmentation. Notably, ITErRoot performs more
consistently on the full sized images, and provides a much better segmentation. All of these models were
trained on the Expanded Patch Training Set, which contain the additional empty patches, implying that
our network architecture is much better suited to identifying non-root objects, as well as producing a higher
quality segmentation of the RSA. It is important to consider that we did not perform hyper-parameter tuning
on the comparator networks. As such, it is possible that expending more resources to perform such tuning
with these architectures may yield results that are consistent with those that were achieved with ITErRoot.
One aspect of our architecture that we did not explore was the intermediate outputs of the individual
iterations within the network. Further analysis of these outputs may indicate the added value of extra
iterations in the network and whether they are worth the additional computational resources required to
train and perform prediction with them. A direct comparison of the segmentation quality at each iteration in
the network may reveal improved methods for developing iterative network architectures and allow for further
improvements of segmentation quality in root images. While there is a significant resource requirement for
increased numbers of iterations, it would be valuable to have an understanding of the value of each iteration
in order to make decisions about accuracy/resource trade-offs. Analysis of these individual outputs could
also be compared directly to other segmentation approaches to determine if the network is truly learning
to identify root objects, or if other properties of the image are being learned by the iterations. Further
exploration of the individual outputs of the sub-networks may help to identify exactly what the individual
networks are doing and expose improved methods for training deep segmentation networks.
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Our model provides an accurate system for automatic segmentation of RSA which has been proven to
generalize to other species of plant roots. The model achieves higher segmentation quality over comparison
models by almost every metric. Rigorous analysis has detailed the strengths and weaknesses of this network
architecture for the task of segmentation of RSA, which are important for future deployment in a larger RSA
pipeline, as well as outlining areas of the RSA pipeline which could be improved to increase performance of
automated root phenotyping approaches.
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5 Conclusion
The proposed neural network architecture has been evaluated on an extensive set of trials designed
to identify strengths and weaknesses for the task of segmenting root systems. Overall our model provides
segmentation results which outperform other prominent approaches to the issue of segmenting thin branching
structures. The model is well suited for the segmentation of RSA as part of a larger automatic phenotyping
pipeline.
5.1 Contributions
This work has produced the following contributions to the field of high-throughput RSA phenotyping:
• A novel tool for annotation of root systems was designed and used to create training data
• A novel dataset of 2D images of root systems of differing species was curated and used for training
• A neural network architecture ITErRoot, which is well suited to segmentation of root systems
The main objective of this work was to design and evaluate a generalizable and accurate automated
approach to root segmentation. To that end we have developed a neural network architecture which is
capable of producing high-quality segmentations of RSA, outperforming the segmentation quality of recent
approaches to this task. We have provided rigorous analysis of the proposed model which outline the strengths
and weaknesses which affect segmentation quality. Our evaluation shows that the proposed architecture is
well suited for segmentation of RSA and can generalize to new species of plant roots.
We have also designed a novel tool for annotation of root systems which can be used to produce ground
truth data for training future RSA segmentation models. This tool helps to streamline the difficult task of
manual root annotation while providing high-quality ground truth data. This tool was used to produce a
novel image dataset of root images containing differing species of plant roots, along with high-quality ground
truth segmentations which can be used to train any segmentation approach for RSA segmentation.
Our approach to the problem of high-throughput root segmentation has performed well in cases of complex
root structure, as well as mitigating the errors which occur from misidentified non-root objects. Overall our
results show that this is a promising method for RSA segmentation which could be used as part of a larger
automated pipeline for the phenotyping of plant roots.
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5.2 Future Work
Our analysis outlines a few areas where further research may help to improve segmentation of RSA. These
areas are outlined by the weaknesses found in our analysis, where segmentation accuracy has suffered due to
various properties of roots. These areas are as follows:
• A solution for more accurate segmentation of roots which grow together. As was seen in the results
for canola RSA, roots can grow very closely together becoming very difficult to distinguish between.
A solution to this problem would further increase the segmentation quality and generalizability of the
model.
• A method for removing non-root objects within the input image. While our model does perform quite
well in the presence of non-root objects, it is difficult to say how the model may perform if more complex
background objects are present. Some form of automatic cropping could help to mitigate these errors,
as well as other image processing methods for removing unwanted objects in the image.
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First, you’ll need to download Friendly Ground Truth, an annotation tool
for root images, here. Once you have done that, you should be looking at a
screen like this:
A detailed user manual can be found here. It outlines how all of the tools
work, and it would be a good idea to have that open while you are going
through this manual. Take a moment to look at the keyboard shortcuts
window in the about menu.
When you first start the program, it will prompt for an output directory.
Please choose the annoations/ directory in the folder you were given. This
will be the default location for saving output files.
The preview window is docked in the main window by default. If you
like, you can use the ”View” menu to change the positioning of the preview
window to ”floating” or ”hidden” to create more space for working in. You
can drag and scroll inside the preview window to examine the whole image
and its current mask. Clicking inside any patch in the preview window will
move the patch view to that patch for annotating.
The folder you were given contains two folders and a file. The file is
this document. The two folders are labelled annotations, and images. The
images folder contains a number of .tif images which need to be annotated,
and the annotations folder is the folder where the annotations will be stored.
2 Steps For Annotation
The goal for this annotation process is to mark all pixels in each image as
either root (foreground) or not root (background). The Friendly Ground
Truth tool displays current foreground pixels in red, so the goal is for all the
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parts of the image that are root to be marked red, while everything else is
not red.
The first step is to open an image using the file menu. The image will
be loaded and split into patches, which will look something like this:
The greyed out parts are neighbouring patches to the one you will be anno-
tating. The current patch (the not-greyed out one) is full of red, but there
is no root visible in this patch. For this case, we use the ’No Root Tool’ by
pressing ’X’ on the keyboard:
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Now we use the right arrow key to move to the next patch. The first few
patches will likely all be the same, with no roots in them, so we repeat this
process until we arrive at a patch with something a bit more interesting:
This patch has a bit of root in it, and we can see from a neighbouring
patch that there are even more to come. We can scroll the mouse-wheel to
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zoom in a bit more, and see that the automatic threshold has done a pretty
good job getting the roots in this patch, but there is a big red area at the
top:
To remove the red area at the top, we could use the remove brush (’r’), or
we can use the flood remove tool (’l’) and click on the area to remove. After
adjusting the tolerance (shown at the bottom) the only red part of the image
is the root, and we can move on to the next patch.
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This next patch is a bit complicated:
In this case, we use the flood add tool (’f’) to paint in the missing parts
6
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of root, and then use the flood remove tool (’l’) to remove the background
parts from between roots that are very close together.
Sometimes, you can adjust the overall threshold (’t’) to get all the root
pixels, and then go in with the flood remove tool (’l’) to cut out bits of
background that were included by accident. Depending on the patch this
might save you a bit of time, but if there are a lot of small spaces in the
background, it is better to use the flood add tool (’f’) to paint in the missing
root parts.
3 When You’re Done
When you hit the last patch in the image, a pop-up window will inform you
that you have finished all the patches. You can use the preview window
to review the whole image mask and navigate to any patches that might
need additional annotation. If there are any parts of the root missing from
the mask, or any large non-root objects that have been outlined, you can go
back and fix those patches. Otherwise, select save and select the annotations
folder in the package that you downloaded from OneDrive. The mask images
will be saved there.
If necessary, you can use the ’Load Existing Mask’ option in the file menu
to load in a saved mask at a later time. First, load the original .tif image
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that you wish to edit the mask for, then select ’Load Existing Mask’ from
the file menu and select the .png mask file that corresponds with the image
you chose. You can then edit and save the mask as you would normally.
Once you have completed all the images in the folder you were given,
make a zip file from the annotations-xxx-x folder (where xxx-x are some
numbers), and name it annotations-xxx-x complete.zip. For example, if
the folder was called annotations-002-3, I would create a zip file called
annotations-002-3 complete.zip, containing both the images and the annota-
tions folder. Upload this file to the OneDrive folder that you got the original
files from.
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